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Fibroblast Growth Factor Receptor-5 



Field of the Invention 



The present invenlion relates to a novel member of the fibroblast growth 
factor receptor (FGFR) family. More specifically, the present mvention relates to the 
discovery, identification and characterization of nucleotides that encode fibroblast 
growth factor receptor-5, a receptor having homology to the human fibroblast growth 
factor receptor-4. The invention encompasses FGFR-5 pol>aiucleotides, host cell 
expression systems, FGFR-5 fusion proteins, antibodies to FGFR-5, agonists and 
antagonists of FGFR-5, and other compounds that modulate FGFR-5 gene expression 
or FGFRo activity, that can be used for the diagnosis, drug screening, and treatment 
or prevention of disorders which include, but are not limited to, wound healing, 
mucositis, angiogenesis, immune function, endocrine function, and insulin secretion. 



Fibroblast growth factors (FGFs) are potentially the largest family of growth 
factors involved in tissue repair and regeneration. Members of this family are strong 
mitogens, capable of promoting the growth of mesodermal and ectodermal cells. 
FGFs are angiogenic, and induce the production of blood vessels. Furthermore, 
members of this family are involved in the proliferation of endothelial cells, neurite 
outgrowth, and are thought to play an important role in the early stages of embryonic 
development. Depending upon the cell types, FGFs can support cell survival and 
either induce or inhibit cell differentiation (Partanen, J., et al., EMBO Journal, 
10:1347-1354 (1991)). FGFs are known to exert effects by binding to high affinity 
FGF receptor tyrosine kinases on the cell surface of particular cell types which are 
responsive to this binding (Johnson, D.E. and WiUiams, L.T., Advances in Cancer 
Res., 60:1-41 (1993)). 

There are currently four fibroblast growth factor receptors charactenzed, 
which are designated FGFR-1, FGFR-2, FGFR-3, and FGFR-4, named respectively 
for the order in which they have been discovered and subsequently characterized. 
Splice variants of all four members of this family of receptors exist, leading to 
different isoforms of these receptors with subsequent differing ligand specificity. The 
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receptor specificity is determined by the alternative splicing, as well as by sequence 
differences in both the fibroblast growth factors as well as the fibroblast growth factor 
receptors. (Omitz. D.M., el al., J. Biol. Chem., 271:15292-15297. (1996)). 

All four members of the FGF receptor family share a common struciual 
5 arrangement, which consists of kinase 1 and kinase 2 intracellular domains, followed 
by a transmembrane domain, two extracellular immunogioulin like domains (Is 
domains II and III), an acid box region consisting of eight consecutive acidic residues, 
a third extracellular immunoglobulin domain (Ig domain I), and a hydrophobic leader 
sequence (Johnson, D.E. and Williams, L.T., Advances in Cancer Res., 60:1-41 

10 (1993)). There are many characterized vanants of this structural arrangement, which 
include, for example, a secreted form of FGFR 1 consisting of the Ig domain I, 
several vanants of FGFRl and FGFR 2 which lack the Ig domain I, several variants 
of FGFRl and FGFR2 which contain alternative sequences for the second half of Ig 
domain III, and two FGFR2 variant forms which contain unique C-tail domains 

15 (Johnson, D.E. and Williams, L.T., Advances in Cancer Res., 60:1-.41 (1993)). 

The Ig domains are characterized by three main features: (i) the presence of 
two characteristic cysteine residues in each domain; (ii) the presence of a consensus 
tryptophan residue 11 or 12 amino acids on the COOH-terminal side of the first 
cysteine residue in each Ig domain; and (iii) the presence of the consensus sequence, 

20 DXGXYXC, on the NH sub 24erminal side of the second cysteine residue. The last 
feature is modified in the cases of the soluble receptor proteins, and substituted with 
an equivalently sized sequence. 

Members of the FGF family play important roles in promoting the growth of 
mesodermal and ectodermal cells, promoting the growth of endothelial cells and 

25 angiogenesis, and are thought to play an important role in the early stages of 
embryonic development. Isolated and purified FGFR5 receptors and fragments, and 
the DNA sequences encoding such polypeptides, will greatly enhance the 
understanding of the functions of FGFs, and consequently many of the mechanisms of 
disease and tissue repair involving FGFs. Furthermore, such FGFR5 polypeptides will 

30 aid in the diagnosis and treatment of diseases associated with FGF activity, such as 
wound healing, cancer, mucositis, and arthritis, to name a few. The present invention 
fulfills these and other needs. 
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Summary of the Invention 

The present invention provides isolated nucleic acid molecules compnsing 
polynucleotides encoding a FGFR-5 receptor having the amino acid sequence shown 
5 in Figures 1 A-C (SEQ ID N0;2) or the amino acid sequence encoded by the cDNA 
clone encoding the FGFR5 receptor deposited in a vector with the American Type 
Culture Collection ("ATCC") on October 27. 1998, and assigned ATCC Deposit No. 
203382. The ATCC is located at 10801 University Boulevard, Manassas, Virginia 
20110-2209. The present invention also relates to recombinant vectors, which 
10 include the isolated nucleic acid molecules of the present invention, and to host cells 
containing the recombinant vectors, as well as to methods of making such vectors and 
host cells and for using them or other genetically modified host cells to produce 
FGFR5 polypeptides (including fragments, vanants, derivatives, and analogs thereof) 
by recombinant techniques. 
15 The invention further provides isolated FGFR5 polypeptides havmg amino 

acid sequences encoded by the polynucleotides described herein. 

The present invention also provides a screening method for identifying 
compounds capable of eliciting a cellular response induced by FGFR5, which 
involves contacting cells which express FGFR5 with the candidate compound. 
20 assaying a cellular response (e.g., ion flux, hydolysis of polyphosphoinositides), and 
comparing the cellular response to a standard cellular response, the standard being 
assayed in absence of the candidate compound; whereby, an increased cellular 
response over the standard indicates that the compound is an agonist. 

The present invention also provides a screening method for identifying 
25 compounds capable of enhancing or inhibiting a cellular response induced by FGFR5 
receptors, which involves contacting cells which express FGFR5 receptors with the 
candidate compound m the presence of a FGFR5 agonist (e.g., a member of the FGF 
ligand family), assaying a cellular response (e.g., ion flux, such as, Ca'' flux, or 
hydolysis of polyphosphoinositides), and comparing the cellular response to a 
30 standard cellular response, the standard being assayed when contact is made between 
the agonist and FGFR5 or when FGFR5 is exposed to the stimulus, in absence of the 
candidate compound; whereby, an increased cellular response over the standard 
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indicates that the compound is an agonist and a decreased cellular response over the 
standard indicates that the compound is an aniagonist. 

In another embodiment, a screening assay for agonists and antagonists is 
provided which involves determining the effect a candidate compound has on the 
5 binding of cellular ligands (e.g., a member of the FGF family) to FGFR5. In 
particular, the method involves contacting FGFR5 with a ligand and a candidate 
compound and determining whether ligand binding to the FGFR5 receptors is 
increased or decreased due to the presence of the candidate compound. 

The invention further provides a diagnostic method useful during diagnosis or 
10 prognosis of disease states resulting from aberrant cell growth, or aberrant cell 
secretion, activation, survival, migration, differentiation and/or proliferation, due to 
alterations in FGFR5 coding sequences and/or receptor expression. 

An additional embodiment of the invention is related to a method for treating 
an individual in need of an increased level of FGFR5 activity in the body comprising 
15 administering to such an individual a composition comprising a therapeutically 
effective amount of FGFR5 polypeptides or polynucleotides of the invention or a 
FGFR5 agonist. 

A still further embodiment of the invention is related to a method for treating 

an individual in need of a decreased level of a FGFR5 receptor activity in the body 
20 comprising, administering to such an individual a composition comprising a 

therapeutically effective amount of FGFR5 polypeptides or polynucleotides of the 

invention a FGFR5 antagonist. 

The invention additionally provides soluble forms of the polypeptides of the 

present invention. Soluble peptides are defined by amino acid sequences wherein the 
25 sequence comprises the polypeptide sequence lacking a transmembrane domain (e.g., 

FGFR5 polypeptide fragments corresponding to intracellular and/or extracellular 

domains). Such soluble forms of the FGFR5 receptor are useful as antagonists of the 

membrane bound forms of the receptor. 

30 Brief Description of the Figures 

Figures lA-C show the nucleotide sequence (SEQ ID N0:1) and deduced 
amino acid sequence (SEQ ID N0:2) of the FGFR5 receptor. The deduced complete 
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amino acid sequence includes 504 ammo acid residues and has a deduced molecular 
weigiit of about 54.530 Da. The predicted domains of the FGFR5 poKpepiide arc: 
the leader sequence (amino acid residues Met-1 to Ala-24 of Figures lA-C (SEQ ID 
N0:2)): the extracellular immunoglobulin domam I (amino acid residues from about 
Ala-25 to about Leu-117 of Figures lA-C (SEQ ID N0:2)); the acid box domain 
(amino acid residues from about Asp-118 to about Gln-143 of Figures lA-C (SEQ ID 
N0:2)); the extracellular immunoglobulin domain II (amino acid residues from about 
Trp-144 to about Ile-239 of Figures lA-C (SEQ ID N0:2)); the extracellular 
immunoglobulin domain III (amino acid residues from about Gln-240 to about Pro- 
357 of Figures lA-C (SEQ ID N0:2)); the membrane proximal domain (amino acid 
residues from about Asp-358 to about Thr-373 of Figures lA-C (SEQ ID N0:2)); the 
transmembrane domain (amino acid residues from about Ser-374 to about Lys-403 of 
Figures lA-C (SEQ ID N0:2)); and the intracellular (or juxtamembrane) domain 
(amino acid residues from about Lys-404 to about Cys-504 of Figures 1 A-C (SEQ ID 
N0;2)). The transmembrane domain is underscored. 

Figures 2A-B show the regions of similarity between the amino acid 
sequences of the FGFR5 receptor protein of Figures 1 A-C (labeled FGFR5.prot; SEQ 
ID N0:2) and human FGFR4 receptor protein (SEQ ID N0:3) which is labeled 
"FGFR4prot" (GenBank Accession Number 182570 (L03840)). Identical amino acid 
residues between FGFR5 and FGFR4 are shaded. 

Figure 3 and Figures 4A-D show a structural analysis of the FGFR5 receptor 
amino acid sequence of Figures 1 A-C (SEQ ID N0:2), generated using the default 
parameters of the recited computer programs. Alpha, beta, turn and coil regions; 
hydrophilicity and hydrophobicity; amphipathic regions; flexible regions; antigenic 
index and surface probability are shown. In the "Antigenic Index - Jameson-Wolf 
graph, amino acid residues: from Ala-23 to Pro-37; from Gln-39 to Arg-48; from Cys- 
51 to Pro-59, from Met-62 to Arg-76; from Pro-81 to Tyr-97; from Ala-101 to Gly- 
104; from Asp-119 to Leu-170; from Gly-176 to Trp-204; from Lys-209 to Gly- 
228; from Val-238 to VaI-247; from Asp-259 to Gly-262; from Cys-268 to Lys-275; 
from Lys-282 to Lys-302; from Pro-307 to Leu-320; from Thr-326 to Gly-334; from 
Leu-356 to Leu-375; from Ala-401 to Leu-435; from Ala-440 to Gly-443; from Leu- 
446 to Ala-455: from Pro-462 to Tyr-475; and from His-483 to Val-496 as depicted in 
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Figures lA-C (SEQ ID N0:2) correspond to predicted antigenic regions of the 
FGFR5 receptor protein. 

Detailed Description of the Invention 

5 The present invention provides isolated nucleic acid molecules comprising 

polynucleotides encoding a FGFR-5 polypeptide (Figures lA-C (SEQ ID N0:2)), a 
portion of the amino acid sequence of which was determined by sequencing a cloned 
cDNA (Clone HHERA91). For further reference, refer to copending U.S. Provisional 
Application Serial No. 60/105,465, filed on October 23, 1998, which is incorporated 

10 herein by reference m its entirety. The FGFR5 protein shown m Figures 1 A-C shares 
sequence homology with human FGFR4 (Figures 2A-B (SEQ ID N0:3)). A portion 
of the nucleotide sequence shown in Figures lA-C (SEQ ID NOT) was obtained by 
sequencmg a cDNA clone (Clone HHERA91). On October 27, 1998, the plasmid 
corresponding to this clone was deposited with the American Type Culture 

15 Collection, 10801 University Blvd, Manassas, Virginia, 20110-2209, and was 
assigned accession number 203382. The deposited cDNA is contained in the 
pCMVSport 3.0 plasmid (Life Technologies, Gaithersburg, MD), 

As used herein, "FGFR5 protein", "FGFR5 receptor", "receptor protein", 
"FGFR5'\ and "FGFR5 polypeptide" refer to all polypeptides resulting from the 

20 alternate splicing of the genomic DNA sequences encoding proteins having regions of 
amino acid sequence identity and receptor activity which correspond to the protein 
shown in Figures 1 A-C (SEQ ID N0:2). The FGFR5 protein shown in Figures 1 is an 
example of such a receptor protein. 

2 5 Nucleic A cid Molecules 

Unless otherwise indicated, all nucleotide sequences determined by 
sequencing a DNA molecule herem were determined using an automated DNA 
sequencer (such as the Model 373 from Applied Biosystems, Inc.), and all amino acid 
sequences of polypeptides encoded by DNA molecules determined herein were 

30 predicted by translation of a DNA sequence determined as above. Therefore, as is 
known in the art for any DNA sequence determined by this automated approach, any 
nucleotide sequence determmed herein may contain some errors. Nucleotide 
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sequences determined by automation are typically at least about 90^o identical, more 
t\pically at least about 95% to at least about 99.9% identical to the actual nucleotide 
sequence of the sequenced DNA molecule. The actual sequence can be more 
precisely determmed by other approaches including manual DNA sequencing 
5 methods well known m the art. As is also known in the art, a single insertion or 
deletion in a determined nucleotide sequence compared to the actual sequence will 
cause a frame shift in translation of the nucleotide sequence such that the predicted 
amino acid sequence encoded by a determined nucleotide sequence will be 
completely different from the amino acid sequence actually encoded by the sequenced 
1 0 DNA molecule, beginning at the point of such an insertion or deletion. 

Using the information provided herein, such as the nucleotide sequence in 
Figures lA-C (SEQ ID N0:1), nucleic acid molecules of the present invention 
encoding FGFR5 polypeptides may be obtained using standard cloning and screening 
procedures, such as those used for cloning cDNAs using mRNA as starting material, 
15 Northern analysis has revealed expression of the FGFR5 transcript in a variety of 
tissues, with highest levels in the pancreas, heart, kidney, liver, fetal liver, brain, and 
skeletal muscle. Thus, any of these tissues or cell types provide a source of FGFR5 
mRNA. Additionally, any tissue or cell source may be utilized to routinely clone 
FGFR5 genomic DNA using techniques known in the art. Illustrative of the 
20 invention, the nucleic acid molecule described in Figures lA-C (SEQ ID N0:1) was 
discovered in a cDNA library derived from isolated T-cells. 

The determined nucleotide sequence of the FGFR5 cDNA of Figures lA-C 
(SEQ ID NO: 1) contains an open reading frame encoding a polytopic polypeptide of 
about 504 amino acid residues, with 1 intracellular domain, 1 transmembrane domain, 
25 1 membrane proximal domain, 3 extracellular immunoglobulin domains, and 1 acid- 
box domain intervening between the first and second extracellular immunoglobulin 
domains, and having a deduced molecular weight of about 54,530 Da. The FGFR5 
nucleotide sequence shown in Figures 1 A-C (SEQ ID N0:1) is predicted to be about 
33% identical to the human FGFR4 amino acid sequence depicted in SEQ ID N0:3 
30 (see Figures 2A-B) using the computer program "MegAlign" (see below). In addition 
to having homology, FGFR4 and FGFR5 share the same predicted topological 
organization. For example, like FGFR4, FGFR5 contains an inu^cellular domain. 
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followed by a transmembrane domam, a membrane proximal domain, three 
extracellular immunoglobulin domains, and an acid-box domain between the first and 
second immunoglobulin domains. Furthermore, both FGFR4 and FGFR5 share the 
conser\'ed ammo acid motif observed in the extracellular immunoglobulin domains of 
members of this family. 

Nucleic acid molecules of the present invention may be in the form of RNA, 
such as mRNA, or in the form of DNA, including, for instance, cDNA and genomic 
DNA obtained by cloning or produced synthetically. The DNA may be double- 
stranded or single-stranded. Smgle-stranded DNA or RNA may be the coding strand, 
also known as the sense strand, or it may be the non-codmg strand, also referred to as 
the anti-sense strand or complementary strand. 

By "isolated" nucleic acid molecule(s) is intended a nucleic acid molecule, 
DNA or RNA, which has been removed from its native environment. For example, 
recombinant DNA molecules contained in a vector are considered isolated for the 
purposes of the present invention. Isolated RNA molecules include in vivo or in vitro 
RNA transcripts of the DNA molecules of the present invention. Further examples of 
isolated DNA molecules include recombinant DNA molecules maintained in 
heterologous host cells or purified (partially or substantially) DNA molecules in 
solution. However, a nucleic acid contained in a clone that is a member of a mixed 
clone library (e.g., a genomic or cDNA library) that has not been isolated from other 
members of the mixed clone library (e.g., in the form of a homogeneous solution 
containing the clone and other members of the library) or which is contained on a 
chromosome preparation (e.g., a chromosome spread), is not ''isolated'' for the 
purposes of this invention. Isolated nucleic acid molecules according to the present 
invention may be produced naturally, recombinantly, or synthetically. 

In one embodiment, nucleic acid molecules of the present invention include 
DNA molecules comprising an open reading frame (ORE) shown in Figures lA-C 
(SEQ ID N0:1); and DNA molecules which comprise a sequence substantially 
different from those described above, but which, due to the degeneracy of the genetic 
code, still encode the FGFR5 receptor polypeptide shown in Figures 1 A-C (SEQ ID 
NO:2). Of course, the genetic code is well known in the art. Thus, it would be 
routine for one skilled in the art to generate such degenerate variants. 
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In another embodimenl. the invention provides isolated nucleic acid molecules 
encoding the FGFR5 poKpeptide having the amino acid sequence encoded by the 
cDNA clone contained in the plasmid deposited as ATCC Deposit No. 203382 on 
October 27. 1998. The invention further provides isolated nucleic acid molecules 
5 having the nucleotide sequences shown in Figures I AC (SEQ ID NO.l), the 
nucleotide sequence of the cDNA contained in the above-described deposited clone 
(clone HHERA9r); or nucleic acid molecules having a sequence complementary to 
one of the above sequences. Such isolated molecules, particularly DNA molecules, 
have uses that include, but are not limited to, probes for gene mapping by m situ 
1 0 hybridization with chromosomes, and for detecting expression of the FGFR5 genes of 
the present invention in human tissue, for instance, by northern blot analysis. 

The present invention is further directed to fragments of the isolated nucleic 
acid molecules (i.e. polynucleotides) described herein. By a fragment of an isolated 
nucleic acid molecule having, for example, the nucleotide sequence of the deposited 
15 cDNA (clone HHERA91), a nucleotide sequence encoding the polypeptide sequence 
encoded by the deposited cDNA, a nucleotide sequence encoding the polypeptide 
sequence depicted in Figure I A-C (SEQ ID N0:2), the nucleotide sequence shown in 
Figures lA-C (SEQ ID N0:1), or the complementary strand thereto, is intended 
fragments at least 15 nt, and more preferably at least 20 nt, still more preferably at 
20 least 30 nt, and even more preferably, at least 40, 50. 100. 150, 200, 250, 300. 325, 
350, 375, 400, 450, 500, 550. or 600 nt in length. These fragments have numerous 
uses which include, but are not limited to, diagnostic probes and primers as discussed 
herein. Of course, larger fragments, such as those of 601-995 nt in length are also 
useful according to the present invention as are fragments corresponding to most, if 
25 not all, of the nucleotide sequences of the deposited cDNA (clone HHERA91) or as 
shown in Figures lA-C (SEQ ID N0:1). By a fragment at least 20 nt in length, for 
example, is intended fragments which include 20 or more contiguous bases from, for 
example, the nucleotide sequence of the deposited cDNA, or the nucleotide sequence 
as shown in Figures 1 A-C (SEQ ID N0:1). 
30 Representative examples of FGFR5 polynucleotide fragments of the invention 

include, for example, fragments that compnse, or altematively, consist of, a sequence 
from about nucleotide 1 to 50, 51 to 100, 101 to 150, 151 to 200. 201 to 250, 251 to 
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300, 301 to 350, 351 to 400, 401 to 450, 451 to 500, 501 to 539, 540 to 600, 600 to 
650, 651 to 700, 701 to 750, 751 to 800, 800 to 850, 851 to 900, 901 to 950, 951 to 
1000, 1001 to 1050, 1051 to 1100, 1101 to 1150, 1151 to 1200, 1201 to 1250, 1251 to 
1300, 1301 to 1350, 1351 to 1400, 1401 to 1450, 1451 to 1500 and/or 1501 to 1550 of 
5 SEQ ID N0:1, or the complementary strand thereto, or the cDNA contained in the 
deposited clone. In this context "about" includes the particularly recited ranges, larger 
or smaller by several (5, 4, 3, 2, or 1) nucleotides, at either terminus or at both 
termini. 

In specific embodiments, the polynucleotide fragments of the invention 

10 comprise, or alternatively, consist of, a sequence from nucleotides 96 to 374, 453 to 
740, and/or 741 to 1094 of SEQ ID N0:1, or the complementary strand thereto. In 
additional specific embodiments, the polynucleotide fragments of the invention 
comprise, or alternatively, consist of, a sequence from nucleotides 165 to 221, 291 to 
329, 528 to 581, 657 to 695, 816 to 872, and/or 1008 to 1046 of SEQ ID N0:1, or the 

15 complementary strand thereto. In further specific embodiments, the polynucleotide 
fragments of the invention comprise, or alternatively, consist of, a sequence from 
nucieotides 174 to 212, 300 to 320, 537 to 575, 666 to 686, 825 to 863, and/or 1017 to 
1037 of SEQ ID N0:1, or the complementary strand thereto. 

Preferably, the polynucleotide fragments of the invention encode a 

20 polypeptide which demonstrates a FGFR5 functional activity. By a polypeptide 
demonstrating ''functional activity" is meant, a polypeptide capable of displaying one 
or more known functional activities associated with members of the FGF receptor 
family. Such functional activities include, but are not limited to, biological activity 
(e.g., ability to bind members of the FGF family), antigenicity (ability to bind (or 

25 compete with a FGFR5 polypeptide for binding) to an anti-FGFR5 antibody), 
immunogenicity (ability to generate antibody which binds to a FGFR5 polypeptide), 
and ability to bind to a receptor or ligand for a FGFR5 polypeptide (e.g., members of 
the FGF family)). 

Preferred nucleic acid fragments of the invention include nucleic acid 
30 molecules encoding one or more FGFR5 receptor domains. In particular 
embodiments, such nucleic acid fragments comprise, or alternatively consist of, 
nucleic acid molecules encoding: a polypeptide selected from the group consisting of 
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(a) the leader sequence of FGFR5 (amino acid residues Met-1 to Ala-24 of Figures 
lA-C (SEO ID K0:2)); (b) the extracellular immunogiobuhn domain I of FGFR5 
(amino acid residues from about Ala-25 to about Leu-1 17 of Figures 1 A-C (SEQ ID 
N0:2)); (c) the acid box domam of FGFR5 (amino acid residues from about Asp-1 18 
5 to about Gln-143 of Figures lA-C (SEQ ID N0:2)); (d) the extracellular 
immunoglobulin domain II of FGFR5 (ammo acid residues from about Trp-144 to 
about Ile-239 of Figures 1 A-C (SEQ ID N0:2)); (e) the extracellular immunoglobulin 
domain III of FGFR5 (amino acid residues from about Gln-240 to about Pro-357 of 
Figures lA-C (SEQ ID N0:2)); (f) the extracellular immunoglobulin domain III of 
10 FGFR5 (amino acid residues from about Gln-240 to about Pro-357 of Figures lA-C 
(SEQ ID NO:2)); (g) the membrane proximal domain of FGFR5 (amino acid residues 
from about Asp-358 to about Thr-373 of Figures lA-C (SEQ ID N0:2)); (h) the 
transmembrane domain of FGFR5 (amino acid residues from about Ser-374 to about 
Lys-403 of Figures lA-C (SEQ ID N0:2)); (i) and the intracellular (or 
15 juxtamembrane) domain of FGFR5 (amino acid residues from about Lys-404 to about 
Cys-504 of Figures 1 A-C (SEQ ID N0:2)); or (j) any combination of polypeptides (a) 
-(i) and (k) and a nucleic acid molecule complementary to the sense strand encoding 
any of polypeptides (aHi). 

The amino acid residues constituting the extracellular, transmembrane and 
20 intracellular domains have been predicted by computer analysis. Thus, as one of 
ordinary skill would appreciate, the amino acid residues constituting these domains 
may vary slightly (e.g., by about 1 to about 15 amino acid residues) depending on the 
criteria used to define each domain. 

Preferred nucleic acid fragments of the invention also include nucleic acid 
25 molecules encoding epitope-beanng portions of the FGFR5 receptor. In particular, 
such nucleic acid fragments of the present invention include nucleic acid molecules 
encoding; a polypeptide composing, or alternatively consisting of, amino acid 
residues: from Ala-23 to Pro-37; from Gln-39 to Arg-48; from Cys-51 to Pro-59; from 
Met-62 to Arg-76; from Pro-81 to Tyr-97; from Ala-IOl to Gly-104; from Asp-1 19 
30 to Leu-170; from Gly-176 to Trp-204; from Lys-209 to Gly-228; from Val-238 to 
Val-247; from Asp-259 to Gly-262; from Cys-268 to Lys-275; from Lys-282 to Lys- 
302; from Pro-307 to Leu-320; from Thr-326 to Gly-334; from Leu-356 to Leu-375; 
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from Ala-401 lo Leu-435; from Ala-44rj to Glv-443; 1 rom Leu-446 to Ala-455; from 
Pro-462 to Tyr-475; and from His-4S3 to Val-4%: of SEQ ID N0:2. The mventors 
have dctermmed that the above poKpeptides are antigenic regions of the FGFR5 
polypeptide. Methods for determming other such epitope-bearing portions of FGFR5 
5 polypeptides are described in detail below. 

In another embodiment, the invention provides isolated nucleic acid molecules 
comprising polynucleotides which hybridize, preferably under stringent hybridization 
conditions, to a portion of one or more of the nucleic acids (i.e., polynucleotides) 
described herem, such as, for instance, the cDNA clone contained in ATCC Deposit 

10 203382, the polynucleotide sequence depicted in Figures 1 A-C (SEQ ID N0:1) or the 
complementary strand thereto, and/or any of the polynucleotide fragments as 
described herein. By "stringent hybridization conditions" is intended ovemight 
mcubation at 42'^C in a solution compnsing: 50% formamide, 5x SSC (750 mM 
NaCL 75 mM tnsodium citrate), 50 mM sodium phosphate (pH 7.6), 5x Denhardt's 

15 solution, 10% dextran sulfate, and 20 |ig/ml denatured, sheared salmon sperm DNA, 
followed by washing the filters in O.lx SSC at about 65°C. By a polynucleotide 
which hybridizes to a "portion" of a polynucleotide is intended a polynucleotide 
(either DNA or RNA) hybridizing to at least 15 nucleotides (nt), and more preferably 
at least 20 nt, still more preferably at least 30 nt, and even more preferably 30-70, or 

20 80-150 nt, or the entire length of the reference polynucleotide. By a portion of a 
polynucleotide of "at least 20 nt in length," for example, is intended 20 or more 
contiguous nucleotides from the nucleotide sequence of the reference polynucleotide 
(e.g., the deposited cDNA or the complementary strand of the nucleotide sequence 
shown in Figures lA-C (SEQ ID N0:1)). Of course, a polynucleotide which 

25 hybndizes only to a poly A sequence (such as the 3' terminal poly(A) tail of a cDNA 
sequence ), or to a complementary stretch of T (or U) residues, would not be included 
in a polynucleotide of the invention used to hybndize to a portion of a nucleic acid of 
the invention, since such a polynucleotide would hybridize to any nucleic acid 
molecule containing a poly (A) stretch or the complement thereof (i.e., practically any 

30 double-stranded cDNA clone generated using oligo dT as a primer). These 
polynucleotides have uses which include, but are not limited to, diagnostic probes and 
primers as discussed above and in more detail below. 
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In specific embodiments, the nucleic acid molecules of the invention hybndize 
to the complementary strand of nucleotides 174 to 212. 30U to 320. 537 to 5^5. 666 to 
686. S25 to 863. and. or 1017 to 1037 of SEQ ID NO.l. 

As mdicated. nucleic acid molecules of the present invention which encode 
5 FGFR5 polypeptides may include, but are not limited to. those encoding the amino 
acid sequences of the full-length polypeptide (SEQ ID N0:2), by itself: the coding 
sequence for full-length polypeptide together with additional, non-coding sequences, 
including for example, but not limited to, mtrons and non-coding S' and 3" sequences, 
such as the transcribed, non-translated sequences that play a role in transcription, 
0 mRN.A processing, including splicing and polyadenylation signals, for example - 
nbosome bindmg and stability of raRNA; an additional coding sequence which codes 
for additional amino acids, such as those which provide additional functionalities. 
Thus, the sequence encoding the polypeptides may be fused to a marker sequence, 
such as a sequence encoding a peptide which facilitates purification of the fused 
5 polypeptide. In certain preferred embodiments, the marker amino acid sequence is a 
hexa-histidine peptide, such as the tag provided in a pQE vector (Qiagen, Inc.), 
among others, many of which are commercially available. As described in Gentz et 
al., Proc. Natl. Acad. Sci. USA 86:821-824 (1989), for instance, hexa-histidine 
provides for convenient punficat.on of the fusion protein. The "HA" tag is another 
20 peptide useful for purification which corresponds to an epitope denved from the 
influenza hemagglutinin protein, which has been descnbed by Wilson et al.. Cell 
37:767 (1984). As discussed below, other such fusion proteins include the FGFR5 
receptors fused to IgG-Fc at the N- or C-terminus. 

The present invention further relates to variants of the nucleic acid molecules 
25 of the present invention, which encode fragments (i.e., portions), analogs or 
derivatives of the FGFR5 receptor. Variants may occur naturally, such as a natural 
allelic variant. By an "allelic variant" is intended one of several alternate forms of a 
gene occupying a given locus on a chromosome of an organism. Genes II, Lewin, B., 
ed., John Wiley & Sons, New York (1985). Non-naturally occurring variants may be 
30 produced using art-known mutagenesis techniques. 

Such variants include those produced by nucleotide substitutions, deletions or 
additions, which may involve one or more nucleotides. The variants may be altered 
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in coding regions, non-coding regions, or both. Alterations in the coding regions may 
produce conser\'ative or non-conser\'ative amino acid substitutions, deletions or 
additions. Especially preferred among these are silent substitutions, additions and 
deletions, which do not alter the properties and activities of the FGFR5 receptor or 
5 fragments thereof. Also especially preferred in this regard are conservative 
substitutions. 

Further embodiments of the invention include isolated nucleic acid molecules 
compnsing a polynucleotide having a nucleotide sequence at least 90% identical, and 
more preferably at least 95%, 96%, 97%, 98% or 99% identical to: (a) a nucleotide 

10 sequence encoding the FGFR5 polypeptide amino acid sequence shown m Figures 
lA-C (SEQ ID N0:2); (b) a nucleotide sequence encoding the FGFR5 polypeptide 
having the amino acid sequence encoded by the cDNA clone contained in ATCC 
Deposit Number 203382: (c) a nucleotide sequence encoding the leader sequence of 
FGFR5 (amino acid residues Met-1 to Ala-24 of Figures lA-C (SEQ ID N0:2)); (d) a 

1 5 nucleotide sequence encodmg the extracellular immunoglobulin domain I of FGFR5 
(amino acid residues from about Ala-25 to about Leu- 11 7 of Figures lA-C (SEQ ID 
N0:2)); (e) a nucleotide sequence encoding the acid box domain of FGFR5 (amino 
acid residues from about Asp-118 to about Gln-143 of Figures lA-C (SEQ ID 
N0:2)); (f) a nucleotide sequence encoding the extracellular immunoglobulin domain 

20 II of FGFR5 (amino acid residues from about Trp-144 to about Ile-239 of Figures 1 A- 
C (SEQ ED N0:2)); (g) a nucleotide sequence encoding the extracellular 
inmiunoglobulin domain III of FGFR5 (amino acid residues from about Gln-240 to 
about Pro-357 of Figures lA-C (SEQ ID NO:2)); (h) a nucleotide sequence encoding 
the extracellular immunoglobulin domain III of FGFR5 (ammo acid residues from 

25 about Gln-240 to about Pro-357 of Figures 1 A-C (SEQ ID N0:2)); (i) a nucleotide 
sequence encoding the membrane proximal domain of FGFR5 (amino acid residues 
from about Asp-358 to about Thr-373 of Figures lA-C (SEQ ID NO:2)); (j) a 
nucleotide sequence encoding the transmembrane domain of FGFR5 (amino acid 
residues from about Ser-374 to about Lys-403 of Figures lA-C (SEQ ID N0:2)); (k) 

30 and a nucleotide sequence encoding the intracellular (or juxtamembrane) domain of 
FGFR5 (amino acid residues from about Lys-404 to about Cys-504 of Figures lA-C 
(SEQ ID N0:2)); (1) any polynucleotide encoding the polypeptide fragments 
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descnbed herein; (m) the polynucleotide encoding, the polypeptide sequence of 
Figures 1 A-C (SEQ ID N0:2) minus the leader sequence: minus one. two or three ot 
the extracellular domains: minus the acid box domain: minus the membrane proximal 
domain: minus the transmembrane domam: and'or minus the intracellular domain of 
5 the FGFR5 receptor shown in Figures lA-C (SEQ ID N0:2); and (n) a nucleotide 
sequence complementary to the nucleotide sequence in (a), (b), (c), (d), (e), (0, (g). 
(h), (i),(j). 

However, many polynucleotide sequences, such as EST sequences, are 
publicly available and accessible through sequence databases. Some of these 
10 sequences are related to SEQ ID NO; 1 and may have been publicly available prior to 
conception of the present invemion. Preferably, such related polynucleotides are 
specifically excluded from the scope of the present invention. Accordingly, 
preferably excluded from the present invention are one or more polynucleotides 
comprising a nucleotide sequence described by the general formula of a-b, where a is 
15 any integer between I to 31 12 of SEQ ID N0:1, b is an integer of 15 to 3097, where 
both a and b correspond to the positions of nucleotide residues shown in SEQ ID 
NO: 1, and where the b is greater than or equal to a + 14. 

In another embodiment, the polynucleotides of SEQ ID N0:13 (Genbank 
Accession No. AI245701) and the amino acid sequence(s) encoded by SEQ ID 
20 NO: 1 3, as well as any fragments (as defined herein) thereof, are also excluded from 
the scope of the present invention. 

By a polynucleotide having a nucleotide sequence at least, for example, 95% 
"identical" to a reference nucleotide sequence encoding a FGFR5 polypeptide is 
intended that the nucleotide sequence of the polynucleotide is identical to the 
25 reference sequence except that the polynucleotide sequence may include up to five 
point mutations per each 100 nucleotides of the reference nucleotide sequence 
encoding the FGFR5 receptor. In other words, to obtain a polynucleotide having a 
nucleotide sequence at least 95% identical to a reference nucleotide sequence, up to 
5% of the nucleotides in the reference sequence may be deleted or substituted with 
30 another nucleotide, or a number of nucleotides up to 5% of the total nucleotides in the 
reference sequence may be inserted into the reference sequence. These mutations of 
the reference sequence may occur at the 5' or 3' terminal positions of the reference 
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nucleotide sequence or an\"v\'here between those terminal positions, interspersed either 
individually among nucleotides in the reference sequence or in one or more 
contiguous groups within the reference sequence. The reference (query) sequence 
may be the FGFR5 encoding nucleotide sequence shown in Figures lA-C (SEQ ID 
NO: I ) or any FGFR5 polynucleotide fragment as described herein. 

As a practical matter, whether any particular nucleic acid molecule is at least 
90%, 95%, 96%, 97%, 98% or 99% identical to, for instance, the encoding nucleotide 
sequence shown in Figures 1 A-C (SEQ ID N0:1), or to the nucleotide sequence of the 
deposited cDNA clone, can be determined conventionally usmg known computer 
programs such as the MegAlign program, which is included in the suite of computer 
applications contained within the DNASTAR program. When using MegAlign or any 
other sequence alignment program to determine whether a particular sequence is, for 
instance, 95% identical to a reference sequence according to the present invention, the 
parameters are set, of course, such that the percentage of identity is calculated over 
the full length of the reference nucleotide sequence and that gaps in homology of up 
to 5% of the total number of nucleotides in the reference sequence are allowed. 

In a specific embodiment, the identity between a reference (query) sequence (a 
sequence of the present invention) and a subject sequence, also referred to as a global 
sequence alignment, is determined using the FASTDB computer program based on 
the algorithm of Brutlag et al. (Comp. App. Biosci. 6:237-245 (1990)). Preferred 
parameters used in a FASTDB alignment of DNA sequences to calculate percent 
identity are: Matrix=Unitary, k-tuple=4, Mismatch Penalty=l, Joining Penalty=30, 
Randomization Group Length=0, Cutoff Score=l, Gap Penalty=5, Gap Size Penalty 
0.05, Window Size=500 or the length of the subject nucleotide sequence, whichever is 
shorter. According to this embodiment, if the subject sequence is shorter than the 
query sequence because of 5' or 3' deletions, not because of internal deletions, a 
manual correction is made to the results to take into consideration the fact that the 
FASTDB program does not account for 5' and 3' truncations of the subject sequence 
when calculating percent identity. For subject sequences truncated at the 5* or 3' ends, 
relative to the query sequence, the percent identity is corrected by calculating the 
number of bases of the query sequence that are 5' and 3* of the subject sequence, 
which are not matched/aligned, as a percent of the total bases of the query sequence. 
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A determinalion of whether a nucleotide is matched ahgned is determined by results 
of the FASTDB sequence aUgnment. This percentage is then subtracted from the 
percent identity, calculated by the above FASTDB program using the specified 
parameters, to arrive at a final percent identity score. This corrected score is what is 
5 used for the purposes of this embodiment. Only bases outside the 5' and 3' bases of 
the subject sequence, as displayed by the FASTDB alignment, which are not 
matched, aligned with the query sequence, are calculated for the purposes of manually 
adjusting the percent identity score. For example, a 90 base subject sequence is 
aligned to a 100 base query sequence to determine percent identity. The deletions 
1 0 occur at the 5' end of the subject sequence and therefore, the FASTDB alignment does 
not show a matched/alignment of the first 10 bases at 5* end. The 10 unpaired bases 
represent 10% of the sequence (number of bases at the 5' and 3' ends not 
matched/total number of bases in the query sequence) so 10% is subtracted from the 
percent identity score calculated by the FASTDB program. If the remaining 90 bases 
1 5 were perfectly matched the final percent identity would be 90%. In another example, 
a 90 base subject sequence is compared with a 100 base query sequence. This time 
the deletions are internal deletions so that there are no bases on the 5' or 3' of the 
subject sequence which are not matched/aligned with the query. In this case the 
percent identity calculated by FASTDB is not manually corrected. Once again, only 
20 bases 5' and 3' of the subject sequence which are not matched/aligned with the query 
sequence are manually corrected for. No other manual corrections are made for the 
purposes of this embodiment. 

The present application is directed to nucleic acid molecules at least 90%, 
95%, 96%. 97%, 98% or 99% identical to the nucleic acid sequences (i.e., 
25 polynucleotides) disclosed herein, irrespective of whether they encode a polypeptide 
having FGFR5 functional activity. This is because even where a particular nucleic 
acid molecule does not encode a polypeptide having FGFR5 functional activity, one 
of skill m the art would still know how to use the nucleic acid molecule, for instance, 
as a hybndization probe or a polymerase chain reaction (PGR) primer. Uses of the 
30 nucleic acid molecules of the present invention that do not encode a polypeptide 
having FGFR5 functional activity include, but are not limited to, inter alia, (1) 
isolating a FGFR5 receptor gene or allelic or splice vanants thereof in a cDNA 
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library; (2) /// situ hybndizaiion (e.g., "FISH") to metaphase chromosomal spreads to 
provide precise chromosomal location of a FGFR5 receptor gene, as descnbed m 
Verma et ah. Human Chromosomes: A Manual of Basic Techniques, Pergamon Press, 
New York (1988); and (3) Northern Blot analysis for detectmg FGFR5 mRNA 
expression in specific tissues. 

Preferred, however, are nucleic acid molecules having sequences at least 90%, 
95%, 96%, 97^/0, 98% or 99% identical to the nucleic acid sequences disclosed herein, 
which do, in fact, encode a polypeptide havmg FGFR5 functional activity. By "a 
poKpeptide having FGFR5 receptor functional activity" is intended polypeptides 
exhibitmg activity similar, but not necessanly identical, to an activity of the FGFR5 
receptors of the present mvention (either the full-length polypeptide, or the splice 
vanants). as measured, for example, in a particular immunoassay or biological assay. 
For example, FGFR5 activity can be measured by determining the ability of a FGFR5 
polypeptide to bind a FGFR5 ligand (e.g., members of the FGF family) and/or to 
mediate the activities of members of the fibroblast growth factor family. FGFR5 
receptor activity may also be measured by determining the ability of a polypeptide, 
such as a cognate ligand which is free or expressed on a cell surface, to induce cation 
flux in cells expressing the polypeptide. 

Of course, due to the degeneracy of the genetic code, one of ordinary skill in 
the art will immediately recognize that a large number of the nucleic acid molecules 
having a sequence at least 90%), 95%>, 96%, 97%, 98%, or 99% identical to the nucleic 
acid sequence of the deposited cDNA, the nucleic acid sequence shown in Figures 
lA-C (SEQ ID N0:1), or fragments thereof, will encode polypeptides "having 
FGFR5 functional activity." In fact, since degenerate vanants of any of these 
nucleotide sequences all encode the same polypeptide, in many instances, this will be 
clear to the skilled artisan even without performing the above described comparison 
assay. It will be further recognized in the art that, for such nucleic acid molecules that 
are not degenerate variants, a reasonable number will also encode a polypeptide 
having FGFR5 functional activity. This is because the skilled artisan is fully aware of 
amino acid substitutions that are either less likely or not likely to significantly effect 
protein function (e.g., replacing one aliphatic amino acid with a second aliphatic 
amino acid). 
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For example, guidance concerning how to make phenotypically silent ammo 
acid substitutions is provided ,n Bow.e et a!.. "Decphenng the Message m Protein 
Sequences: Tolerance to Amino Acid Substitutions." Science :47;1306-1?10 ( 1990). 
wherein the authors indicate that proteins are surprisingly tolerant ot ammo acid 
5 substitutions. 

Vectors and Host Cells 

The present invention also relates to vectors which include the isolated DNA 
molecules (i.e., polynucleotides) of the present invention, host cells which are 
10 genetically engineered with the recombinant vectors, and the production of FGFR5 
polypeptides or fragments thereof using these host cells or host cells that have 
otherwise been genetically engineered using techniques known in the art to express a 
polypeptide of the invention. 

The polynucleotides may be joined to a vector containing a selectable marker 
1 5 for propagation in a host. Generally, a plasmid vector is introduced in a precipitate, 
such as a calcium phosphate precipitate, or in a complex with a charged lipid. If the 
vector is a virus, it may be packaged in vitro using an appropnate packaging cell line 
and then transduced into host cells. 

In one embodiment, the polynucleotide of the invention is operatively 
20 associated with an appropnate heterologous regulatory element (e.g., promoter or 
enhancer), such as the phage lambda PL promoter, the £. coU lac, trp and tac 
promoters, the SV40 early and late promoters and promoters of retroviral LTRs, to 
name a few. Other suitable promoters or enhancers will be known to the skilled 
artisan. 

25 In embodiments in which vectors contain expression constructs, these 

constructs will further contain sites for transcription initiation, termination and, in the 
transcnbed region, a nbosome binding site for translation. The coding portion of the 
mature transcnpts expressed by the vector expression constructs will preferably 
include a translation initiating at the begimimg and a termmat.on codon (UAA, UGA 

30 or UAG) appropnately positioned at the end of the polypeptide to be translated. 

As indicated, the expression vectors will preferably include at least one 
selectable marker. Such markers include dihydrofolate reductase or neomycm 
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resistance for eukaryotic cell culture and tetracycline or ampicillin resistance genes 
for cultunng in £. coh and other baciena. Representative examples of appropnate 
helerologous hosts include, but are not limited to, bacterial cells, such as E. coli. 
Streptomyces ami Salmonella typhimiirium cells; fungal cells, such as yeast cells; 
5 insect cells such as Drosophila S2 and Spodopiera Sf9 cells; animal cells such as 
CHO, COS and Bowes melanoma cells; and plant cells. Appropriate culture mediums 
and conditions for the above-descnbed host cells are known in the art. 

Among vectors preferred for use in bactena include pQE70, pQE60 and pQE- 
9, available from Qiagen: pHE4, pA2; and P04, pBS vectors, Phagescnpt vectors, 
10 Bluescnpt vectors, pNHSA, pNH16a, pNHlSA, pNH46A, available from Stratagene; 
and ptrc99a, pKK223-3, pKK233-3, pVR240, pRIT5 available from Pharmacia, 
Among preferred eukaryotic vectors are pWLNEO, pSV2CAT, pOG44, pXTl and 
pSG available from Stratagene; pSVK3, pBPV, pMSG and pSVL available from 
Pharmacia . Other suitable vectors will be readily apparent to the skilled artisan. 
15 Selection of appropriate vectors and promoters for expression in a host cell is 

a well known procedure and the requisite techniques for expression vector 
construction, introduction of the vector into the host and expression in the host are 
routine skills in the art. 

In addition to encompassing host cells containing the vector constructs 
20 discussed herein, the invention also encompasses primary, secondary, and 
immortalized host cells of vertebrate origin, particularly mammalian origin, that have 
been engineered to delete or replace endogenous genetic material (e.g., FGFR5 
coding sequence), and/or to include genetic material (e.g., heterologous 
polynucleotide sequences) that is operably associated with FGFR5 polynucleotides of 
25 the invention, and which activates, alters, and/or amplifies endogenous FGFR5 
polynucleotides. For example, techniques known in the art may be used to operably 
associate heterologous control regions (e.g., promoter and/or enhancer) and 
endogenous FGFR5 polynucleotide sequences via homologous recombination (see, 
e.g., U.S. Patent No. 5,641,670, issued June 24, 1997; international Publication No. 
30 WO 96/29411, published September 26, 1996, mtemationai Publication No. WO 
94/12650, published August 4, 1994; Koller et al., Proc. Natl. Acad. Sci. USA 
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S6:8932-S935 (1989): and Zijlstra el al.. Nature 342:435-438 (1989k the disclosures 
of each of which are incorporated by reference m their entireties). 

The host cell can be a higher eukaryotic cell, such as a mammalian cell (e.g.. a 
human de^^■ed cell), or a lower eukaryotic cell, such as a yeast cell, or the host cell 
5 can be a prokarvotic cell, such as a bactenal cell. The host strain may be chosen 
which modulates the expression of the mserted gene sequences, or modifies and 
processes the gene product in the specific fashion desired. Expression from certain 
promoters can be elevated in the presence of certain inducers; thus expression of the 
geneticallv engineered polypeptide may be controlled. Furthermore, different host 
10 cells have charactenstics and specific mechanisms for the translational and post- 
translational processing and modification (e.g.. glycosylatton, phosphorylation, 
cleavage) of proteins. Appropriate cell lines can be chosen to ensure the desired 
modifications and processing of the foreign protein expressed. 

introduction of the construct into the host cell can be effected by calcium 
phosphate transfection, DEAE-dextran mediated transfection, catronic lipid-medtated 
transfection. electroporat.on. transduction, infection or other methods. Such methods 
are described in many standard laboratory manuals, such as Davis et al, Basic 
Methods In Molecular Biology (1986). 

The polypeptide may be expressed in a modified form, such as a fusion 
20 protem (compnsmg the polypeptide joined via a peptide bond to a heterologous 
protein sequence (of a different protein)), and may include not only secretion signals, 
but also additional heterologous functional regions. Such a fusion protem can be 
made bv ligating polynucleotides of the invention and the desired nucleic acid 
sequence encoding the desired ammo acid sequence to each other, by methods know. 
^5 in the art, in the proper readmg frame, and expressmg the fusion protein product by 
methods known in the art. Alternatively, such a fusion protem can be made by 
protem svnthetic techniques, e.g., by use of a peptide synthesizer. Thus, for mstance. 
a region of additional amino acids, particularly charged amino acids, may be added to 
the N-terminus of the polypeptide to improve stability and persistence in the host cell, 
during purification, or during subsequent handling and storage. Additionally, peptide 
moieties may be added to the polypeptide to facilitate purification. Such regions may 
be removed prior to final preparation of the polypeptide. The addition of pepude 
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moieties to polvpeptides lo engender secretion or excretion, to improve stability and 
to facilitate puntlcation, among others, arc tamiliar and routine techniques in the art. 
A preferred fusion protein compnses a heterologous region from immunoglobulin that 
is useful to solubilize proteins. For example, EP-A-0 464 533 (Canadian counterpart 
2045869) discloses fusion proteins compnsing vanous ponions of constant region of 
immunoglobin molecules together with another human protein or part thereof In 
many cases, the Fc part in a fusion protein is thoroughly advantageous for use in 
therapy and diagnosis and thus results, for example, in improved pharmacokinetic 
properties (EP-A 0232 262). On the other hand, for some uses it would be desirable 
to be able to delete the Fc part after the fusion protein has been expressed, delected 
and purified in the advantageous manner described. This is the case when Fc portion 
proves to be a hindrance to use in therapy and diagnosis, for example when the fusion 
protein is to be used as antigen for immunizations. In drug discovery, for example, 
human proteins, such as, human hIL-5 receptor have been fused with Fc portions for 
the purpose of high-throughput screening assays to identify antagonists of hILo. See, 
Bennett et ah, J. Mol. Recog, 8:52-58 (1995) and Johanson et aL, J. Biol. Chem. 
270(16):9459-9471 (1995). 

FGFR5 polypeptides (including fragments, vanants, derivatives, and analogs 
thereof) can be recovered and purified from recombinant cell cultures by standard 
methods which include, but are not limited to, ammonium sulfate or ethanol 
precipitation, acid extraction, anion or cation exchange chromatography, 
phosphocellulose chromatography, hydrophobic interaction chromatography, affinity 
chromatography, hydroxylapatite chromatography and lectin chromatography. Most 
preferably, high performance liquid chromatography ("HPLC") is employed for 
purification. Polypeptides of the present invention include naturally purified 
products, products of chemical synthetic procedures, and products produced by 
recombinant techniques from a prokaryotic or eukaryotic host, including, for example, 
bacterial, yeast, higher plant, insect and mammalian cells. Depending upon the host 
employed in a recombinant production procedure, the polypeptides of the present 
invention may be glycosylated or may be non-glycosylated. In addition, polypeptides 
of the invention may also include an initial modified methionine residue, or 
alternatively, may be missing the N-terminal methonine, in some cases as a result of 
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host-mediaied processes 

In addition, proteins of the invention can be chemically sv-nthesized using 
techniques known in the art (e.g.. see Creighton. 1983. Proteins: Structures and 
Molecular Principles. W.H. Freeman & Co.. N.Y.. and Hunkap.ller. M,. et al.. Nature 
5 310:105-111 (1984)). For example, a peptide correspondmg to a fragment of the 
FGFR5 polypeptides of the invention can be synthesized by use of a peptide 
synthesizer. Furthermore, if desired, nonclassical ammo acids or chemical ammo acid 
analogs can be introduced as a substitution or addition into the FGFR5 polypeptide 
sequence. Non-classical amino acids include, but are not limited to, the D-isomers of 
10 the common ammo acids, 2.4-d.aminobutyric acid, a-amino isobutync acid, 4- 
aminobutync acid, Abu, 2-ammo butync acid, g-Abu. e-Ahx, 6-amino hexanoic acid. 
Alb. 2-amino isobutync acid, 3-amino propionic acid, ornithine, norleucine, 
norvaline, hydroxyproline, sarcosine, citrulline, homocitruUine, cysteic acid, t- 
butylglycine, t-butylalamne, phenylglycme, cyclohexylalanine, b-alanine, fluoro- 
15 ammo acids, designer amino acids such as b-methyl amino acids, Ca-methyl amino 
acids, Na-methyl amino acids, and amino acid analogs in general. Furthermore, the 
amino acid can be D (dextrorotary) or L (levorotary). 

The invention additionally encompasses FGFR5 polypeptides which are 
differentially modified dunng or after translation, e.g., by glycosylation, acetylation, 
20 phosphorylation, amidation, lodmation. denvatization by known protectmgA^lockmg 
groups, proteolytic cleavage, linkage to an antibody molecule or other cellular ligand, 
etc. Any of numerous chemical modifications may be earned out by known 
techniques, including but not limited to, specific chemical cleavage by cyanogen 
bromide, trypsin, chymotrypsin, papain, V8 protease, NaBH., acetylation. 
25 formylation, oxidation, reduction, metabolic synthesis in the presence of tumcamycm; 
etc. 

Additional post-translational modifications encompassed by the invention 
include, for example, e.g., N-linked or 0-linked carbohydrate chains, processmg of 
N-temnnal or C-terminal ends), attachment of chemical moieties to the ammo acid 
30 backbone, chemical modifications of N-linked or 0-ltnked carbohydrate chains, and 
addition or deletion of an N-tenninal methionine residue as a result of procaryotic 
host cell expression. The polypeptides may also be modified with a detectable label. 
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such as an enzvTnalic. tluorescent. isotopic or affinity label to allow for detection and 
isolation of the protein. 

Also provided by the invention are chemically modified denvatives of FGFR5 
which may provide additional advantages such as increased solubility, stability and 
circulating time of the polypeptide, or decreased immunogenicity (see U. S. Patent 
No. 4,179,337). The chemical moieties for derivitization may be selected from water 
soluble polymers such as polyethylene glycol, ethylene glycol/propylene glycol 
copolymers, carboxymethylcellulose, dextran, polyvinyl alcohol and the like. The 
polypeptides may be modified at random positions within the molecule, or at 
predetermined positions w^ithin the mok ule and may include one, two, three or more 
attached chemical moieties. 

The polymer may be of any molecular weight, and ay be branched or 
anbranched. For polyethylene glycol, the preferred molecular weight is between 
about 1 kDa and about 100 kDa (the term "about" indicating that in preparations of 
polyethylene glycol, some molecules will weigh more, some less, than the stated 
molecular weight) for ease in handling and manufacturing. Other sizes may be used, 
depending on the desired therapeutic profile (e.g., the duration of sustained release 
desired, the effects, if any on biological activity, the ease in handling, the degree or 
lack of antigenicity and other known effects of the polyethylene glycol to a 
therapeutic protein or analog). 

The polyethylene glycol molecules (or other chemical moieties) should be 
attached to the protein with consideration of effects on functional or antigenic 
domains of the protein. There are a number of attachment methods available to those 
skilled in the art, e.g., EP 0 401 384, herein incorporated by reference {coupling PEG 
to G-CSF), see also Malik et aL, Exp. Hematol. 20:1028-1035 (1992) (reporting 
pegylation of GM-CSF using tresyl chloride). For example, polyethylene glycol may 
be covalently bound through amino acid residues via a reactive group, such as, a free 
amino or carboxyl group. Reactive groups are those to which an activated 
polyethylene glycol molecule may be bound. The amino acid residues having a free 
amino group may include lysine residues and the N-terminal amino acid residues; 
those having a free carboxyl group may include aspartic acid residues glutamic acid 
residues and the C-terminal amino acid residue. Sulfhydryl groups may also be used 
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as a reactive group for auaching the polyethylene glycol molecules. Preferred for 
therapeutic purposes is attachment at an amino group, such as attachment at the 
N-terminus or lysine group. 

One may specifically desire proteins chemically modified at the N-terminus. 
5 Using polyethylene glycol as an illustration of the present composition, one may 
select from a vanety of polyethylene glycol molecules (by molecular weight, 
branching, etc.), the proportion of polyethylene glycol molecules to protein (or 
peptide) molecules in the reaction mix, the type of pegylation reaction to be 
performed, and the method of obtaining the selected N-termmally pegylated protein. 
10 The method of obtainmg the N-tennmally pegylated preparation (i.e., separating this 
moiety from other monopegylated moieties if necessary) may be by purification of the 
N-terminally pegylated material from a population of pegylated protein molecules. 
Selective proteins chemically modified at the N-terminus modification may be 
accomplished by reductive alkylation which exploits differential reactivity of different 
15 types of pnmary ammo groups (lysine versus the N-terminal) available for 
derivatization in a particular protem. Under the appropriate reaction conditions, 
substantially selective denvatization of the protem at the N-terminus with a carbonyl 
group containing polymer is achieved. 

20 FGFR5 Polypeptides and Fragments 

The invention further provides for the protems containing polypeptide 
sequences encoded by the polynucleotides of the invention. 

The FGFR5 proteins of the invention may be in monomers or multimers (i.e., 
dimers. tnmers. tetramers, and higher multimers). Accordingly, the present invention 
25 relates to monomers and multimers of the FGFR5 proteins of the invention, their 
preparation, and compositions (preferably, pharmaceutical compositions) containing 
them. Li specific embodiments, the polypeptides of the invention are monomers, 
dimers. tnmers or tetramers. In additional embodiments, the multimers of the 
invemion are at least dimers. at least trimers. or at least tetramers. 
30 Multimers encompassed by the invention may be homomers or heleromers. 

As used herein, the temi homomer, refers to a multimer containing only FGFR5 
proteins of the invention (including FGFR5 fi-agments. vanams, and fusion proteins. 
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as described herein). These homomers may contain FGFR5 proteins having identical 
or different polvpeptide sequences. In a specific embodiment, a homomer of the 
invention is a multimer containing only FGFR5 proteins having an identical 
polypeptide sequence. In another specific embodiment, a homomer of the invention 
is a multimer containing FGFR5 proteins having different polypeptide sequences. In 
specific embodiments, the multimer of the invention is a homodimer (e.g., containing 
FGFR5 proteins having identical or different polypeptide sequences) or a homotrimer 
(e.g., containing FGFR5 proteins having identical or different polypeptide sequences). 
In additional embodiments, the homomeric multimer of the invention is at least a 
homodimer, at least a homotrimer, or at least a homotetramer. 

As used herein, the term heteromer refers to a multimer contaimng 
heterologous proteins (i.e., proteins containing only polypeptide sequences that do not 
correspond to a polypeptide sequences encoded by the FGFR5 gene) m addition to the 
FGFR5 protems of the invention. In a specific embodiment, the multimer of the 
invention is a heterodimer, a heterotrimer, or a heterotetramer. In additional 
embodiments, the homomeric multimer of the invention is at least a homodimer, at 
least a homotrimer, or at least a homotetramer. 

Multimers of the invention may be the result of hydrophobic, hydrophilic, 
ionic and/or covalent associations and/or may be indirectly linked, by for example, 
liposome formation. Thus, in one embodiment, multimers of the invention, such as, 
for example, homodimers or homotrimers, are formed when proteins of the invention 
contact one another in solution. In another embodiment, heteromultimers of the 
invention, such as, for example, heterotrimers or heterotetramers, are formed when 
protems of the invention contact antibodies to the polypeptides of the invention 
(including antibodies to the heterologous polypeptide sequence in a fusion protein of 
the invention) in solution. In other embodiments, multimers of the invention are 
formed by covalent associations with and/or between the FGFR5 proteins of the 
invention. Such covalent associations may involve one or more amino acid residues 
contained in the polypeptide sequence of the protein ( e.g., the polypeptide sequence 
recited in SEQ ID N0:2 or the polypeptide encoded by the deposited cUNA clone). 
In one instance, the covalent associations are cross-linking between cysteine residues 
located withm the polypeptide sequences of the protems which interact in the native 
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(,.e., naturallv occurring) polvpeptide. In another instance, the covalenl associations 
are the consequence of chemical or recombinant manipulation. Alternatively, such 
covalenl associations may involve one or more ammo acd residues contained in the 
heterologous polypeptide sequence in a FGFR5 fusion protem. In one example, 
covalent associations are between the heterologous sequence contained in a fusion 
protein of the invention (see. e.g., US Patent Number 5.478.925). In a specific 
example, the covalent associations are between the heterologous sequence contained 
in a FGFR5-FC fusion protein of the invention (as described herein). In another 
specific example, covalent associations of fusion protems of the invention are 
between heterologous polypeptide sequences from another FGFR family 
ligand/receptor member that is capable of fomimg covalently associated multimers, 
such as for example, oseteoprotegerin (see, e.g.. International Publication No. WO 
98/49305, the contents of which are herein incorporated by reference in its entirety). 

The multimers of the invention may be generated using chemical techniques 
known in the art. For example, protems desired to be contained in the muhimers of 
the invention may be chemically cross-linked using linker molecules and linker 
molecule length optimization techniques known in the art (see, e.g., US Patent 
Number 5,478,925, which is herein incorporated by reference in its entirety). 
Additionally, multimers of the invention may be generated using techniques known in 
the art to form one or more inter-molecule cross-links between the cysteme residues 
located within the polypeptide sequence of the proteins desired to be contained in the 
multimer (see, e.g., US Patent Number 5,478,925, which is herein incorporated by 
reference in its entirety). Further, proteins of the invention may be routinely modified 
by the addition of cysteine or biotin to the C terminus or N-terminus of the 
5 polypeptide sequence of the protein and techniques known m the art may be applied 
to generate multimers containing one or more of these modified proteins (see. e.g., US 
Patent Number 5.478.925, which is herein incorporated by reference in its entirety). 
Additionally, techniques known in the art may be applied to generate liposomes 
comainmg the protein components desired to be contained in the muhimer of the 
30 invention (see, e.g., US Patem Number 5,478,925, which is herein incorporated by 

reference in its entirety). 

Alternatively, multimers of the invention may be generated using genetic 
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engineenng techniques known in the art. In one embodiment, proteins contained m 
multimers of the mvention are produced recombinantly using fusion protem 
technology descnbed herein or otherwise know n in the art (see, e.g., US Patent 
Number 5,478,925, which is herein incorporated by reference in its entirety). In a 
specific embodiment, polynucleotides coding for a homodimer of the invention are 
generated by ligatmg a polynucleotide sequence encoding a polypeptide of the 
invention to a sequence encoding a linker polypeptide and then further to a synthetic 
polynucleotide encoding the translated product of the polypeptide in the reverse 
onentation from the onginal C-terminus to the N-terminus (lacking the leader 
sequence) (see, e.g.. US Patent Number 5,478,925, which is herein incorporated by 
reference in its entirety). In another embodiment, recombinant techniques descnbed 
herein or otherwise known in the art are applied to generate recombinant polypeptides 
of the invention which contain a transmembrane domain and which can be 
incorporated by membrane reconstitution techniques into liposomes (see, e.g., US 
Patent Number 5,478,925, which is herein incorporated by reference in its entirety). 

The invention further provides isolated FGFR5 polypeptides having the amino 
acid sequence encoded by the deposited cDNA (i.e., clone HHERA91), the amino 
acid sequence depicted in Figures 1 A-C (SEQ ID N0:2), or a polypeptide comprising 
a fragment (i.e., portion) of the above polypeptides. 

The polypeptides of the invention may be membrane bound or may be in a 
soluble circulating form. Soluble peptides are defined by amino acid sequence 
wherein the sequence comprises the polypeptide sequence lacking transmembrane 
domains. 

The polypeptides of the present invention may exist as a membrane bound 
receptor having a transmembrane region and an intra- and extracellular region or they 
may exist in soluble form wherein a transmembrane domain is lacking. One example 
of such a form of the FGFR5 receptor is the FGFR5 polypeptide shown in Figures 
lA-C (SEQ ID N0:2) which contains, a transmembrane, an intracellular and 
extracellular domains. Thus, this form of the FGFR5 polypeptide appears to be 
integrated in the plasma membrane of cells which express this polypeptide. 

The polypeptides of the present invention are preferably provided in an 
isolated form. By "isolated polypeptide", is intended a polypeptide removed from its 
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native environmeni. Thus, a poKpeptidc produced and contained within a 
recombinant host cell would be considered "isolated" tor purposes of the present 
invention. .Also intended as an "isolated polvpepl.de" are poKpeplides that have been 
puniied. partially or substantially, from a recombinant host. For example. 
5 recombinantly produced versions of the FGFR5 polvpeptides can be substantially 
punfied by the one-step method descnbed m Smith and Johnson. Gene 67:31-40 
(1988). 

Polypeptide fragments of the present invention include polypeptides 
comprising or alternatively, consisting of, an amino acid sequence contained in SEQ 
10 ID N0:2, encoded by the cDNA contained in the deposited clone, or encoded by 
nucleic acids which hybridize (e.g., under stnngent hybridization conditions) to the 
nucleotide sequence contained in the deposited clone, or shown in Figures lA-C 
(SEQ ID NO: 1 ) or the complementary strand thereto (e.g., a polynucleotide encoding 
a FGFR5 polypeptide fragment described herein). Protein fragments may be "free- 
15 standing," or compnsed within a larger polypeptide of which the fragment fonns a 
part or region, most preferably as a single continuous region. Representative 
examples of polypeptide fragments of the invention, include, for example, fragments 
that comprise or alternatively, consist of from about ammo acid residues: 1 to 50, 51 
to 100, 101 to 150, 151 to 172, 173 to 200, 201 to 250, 251 to 300, 301 to 350, 351 to 
20 400 401 to 450. and/or 451 to 504 of SEQ ID N0:2. Moreover, polypeptide 
fragments can be at least 10, 20, 30, 40, 50, 60. 70, 80, 90, 100, 1 10, 120, 130, 140, 
150, 175 or 200 amino acids in length 

In additional embodiments, the polypeptide fragments of the invention 
compnse, or alternatively consist, of one or more FGFR5 receptor domains. In 
25 particular embodiments, such polypeptide fragments compnse, or alternatively, 
consist of: (a) a nucleotide sequence encoding the leader sequence of FGFR5 (amino 
aeid residues Met-1 to Ala-24 of Figures lA-C (SEQ ID N0:2)); (b) a nucleotide 
sequence encoding the extracellular immunoglobulin domain I of FGFR5 (amino acid 
residues from about Ala-25 to about Leu-117 of Figures lA-C (SEQ ID N0:2)); (c) a 
30 nucleotide sequence encoding the acid box domam of FGFR5 (ammo acid residues 
from about Asp-118 to about Gln-143 of Figures lA-C (SEQ ID N0:2)); (d) a 
nucleotide sequence encoding the extracellular immunoglobulin domain II of FGFR5 
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(amino acid residues from about rrp-144 to about Ile-239 of Figures lA-C (SEQ ID 
N0:2)); (c) a nucleotide sequence encoding the extracellular immunoglobulin domain 
III of FGFR5 (ammo acid residues from about Gln-240 to about Proo57 of Figures 
lA-C (SEQ ID N0:2)); (0 a nucleotide sequence encoding the extracellular 
immunoglobulin domain III of FGFR5 (amino acid residues from about Gln-240 to 
about Pro-357 of Figures lA-C (SEQ ID N0:2)): (g) a nucleotide sequence encoding 
the membrane proximal domain of FGFR5 (amino acid residues from about Asp-358 
to about Thr-373 of Figures lA-C (SEQ ID N0:2)); (h) a nucleotide sequence 
encoding the transmembrane domain of FGFR5 (ammo acid residues from about Ser- 
374 to about Lys-403 of Figures 1 A-C (SEQ ID NO:2)); (i) and a nucleotide sequence 
encoding the intracellular (or juxtamembrane) domain of FGFR5 (amino acid residues 
from about Lys-404 to about Cys-504 of Figures lA-C (SEQ ID N0:2)); or (j) any 
combination of polypeptides (a) -(i). Further embodiments of the invention include 
isolated amino acid molecules comprising a polypeptide having an amino acid 
sequence at least 80% identical, more preferably at least 85%, 90%, or 95% identical, 
and still more preferably at least 96%, 97%, 98%, or 99% identical to any of above 
mentioned polypeptides. 

Among the especially preferred fragments of the invention are fragments 
characterized by structural or functional attributes of FGFR5. Such fragments include 
amino acid residues that comprise alpha-helix and alpha-helix forming regions 
("alpha-regions'"), beta-sheet and beta-sheet-forming regions ("beta-regions"), turn 
and turn-forming regions C*tum-regions"), coil and coil-forming regions C'coil- 
regions"), hydrophilic regions, hydrophobic regions, alpha amphipathic regions, beta 
amphipathic regions, surface forming regions, and high antigenic index regions (i.e., 
containing four or more contiguous amino acids having an antigenic index of greater 
than or equal to 1.5, as identified using the default parameters of the Jameson- Wolf 
program) of FGFR5 (SEQ ID N0:2). Certain preferred regions are those set out in 
Figure 3 and include, but are not limited to, regions of the aforementioned types 
identified by analysis of the amino acid sequence depicted in Figures lA-C (SEQ ID 
N0:2), such preferred regions include; Gamier-Robson predicted alpha-regions, beta- 
regions, turn-regions, and coil-regions; Chou-Fasman predicted alpha-regions, beta- 
regions, turn-regions, and coil-regions; Kyte-Doolittle predicted hydrophilic and 
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hydrophobic regions: Eisenberg alpha and beta amphipathic regions; Emini surface- 
forming regions: and Jameson-Wolf high antigenic index regions, as predicted using 
the default parameters of these computer programs. Poivoiucleotides encoding these 
polypeptides are also encompassed by the invention. 
5 In specific embodiments, polypeptide fragments of the invention comprise, or 

alternatively consist of. amino acid residues: 48 to 66. 90 to 102. 169 to 186. 212 to 
224, 265 to 283, and/or 329 to 341, as depicted in Figures lA-C (SEQ ID N0;2). In 
further specific embodiments, polypeptide fragments of the invention comprise, or 
alternatively, consist of. amino acid residues: 51 to 63, 93 to 99, 172 to 184, 215 to 
10 221, 268 to 280, and/or 332 to 338, as depicted in Figures lA-C (SEQ ID N0:2). 
Polynucleotides encoding these polypeptides are also encompassed by the invention. 

The invention also provides polypeptides comprising epitope-bearing portions 
of the polypeptides of the invention. The epitopes of these polypeptide portions are 
an immunogenic or antigenic epitopes of the polypeptides described herein. An 
15 "immunogenic epitope" is defined as a part of a protein that elicits an antibody 
response when the whole protein is the immunogen. On the other hand, a region of a 
protein molecule to which an antibody can bind is defined as an "antigenic epitope." 
The number of immunogenic epitopes of a polypeptide generally is less than the 
number of antigenic epitopes. See, for mstance, Geysen et al., Proc. Natl. Acad. Sci. 
20 USA 81:3998- 4002 (1983). 

As to the selection of polypeptides bearing an antigenic epitope (i.e., that 
contain a region of a polypeptide to which an antibody can bind), it is well known in 
that art that relatively short synthetic polypeptides that mimic part of a polypeptide 
sequence are routinely capable of eliciting an antiserum that reacts with the partially 
25 mimicked polypeptide. See. for instance, Sutcliffe et al.. Science 219:660-666 
(1983). Polypeptides capable of eliciting protein-reactive sera are frequently 
represented in the primary sequence of a polypeptide, can be characterized by a set of 
simple chemical rules, and are confined neither to immunodominant regions of intact 
polypeptides (i.e., immunogenic epitopes) nor to the amino or carboxyl terminals. 
30 Antigenic epitope-bearing polypeptides of the invention are therefore useful to 

raise antibodies, including monoclonal antibodies, that bind specifically to a 
polypeptide of the invention. See, for instance, Wilson et al.. Cell 37:767-778 (1984) 
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at Antigenic epilope-beanng peptides and poKpeptides of the iinention 

pret'erably contain a sequence of at least four, at least seven, more preterably at least 
nine, and most preferably between at least about 15 to about 30 amino acids contained 
within the amino acid sequence of a polypeptide of the invention. 
5 Non-limiting examples of antigenic polypeptides that can be used to generate 

FGFR5 receptor-specific antibodies include: a polypeptide comprising amino acid 
residues from: Ala-23 to Pro-37; from Gln-39 to Arg-48; from CyS'51 to Proo9; 
from Met-62 to Arg-76; from Pro-81 to Tyr-97; from Ala-101 to Gly-104; from Asp- 
1 19 to Leu-170; from Gly-176 to Trp-204; from Lys-209 to Gly-228; from Val-238 

10 to Val-247; from Asp-259 to Gly-262; from Cys-268 to Lys-275; from Lys-2S2 to 
Lys-302: from Proo07 to Leu-320; from Thr-326 to Gly-334; from Leu-356 to Leu- 
375: from Ala-401 to Leu-435; from Ala-440 to Gly-443; from Leu-446 to Ala-455; 
from Pro-462 to T\t-475: and from His-483 to Val-496 as depicted m Figures LA-C 
(SEQ ID N0:2). In further preferred embodiments, polypeptide fragments of the 

15 invention compose 2, 3, 4, 5, 6, 7, 8, 9, 10, 15, or all 21 of the above recited FGFR5 
antigenic regions. As indicated above, the inventors have determined that the above 
polypeptide fragments are antigenic regions of the FGFR5 polypeptide. 

The epitope-bearing peptides and polypeptides of the invention may be 
produced by any conventional means. Houghten, R. A. (1985) General method for 

20 the rapid solid-phase synthesis of large numbers of peptides: specificity of antigen- 
antibody interaction at the level of individual amino acids. Proc. Natl. Acad. Sci. 
USA 82:5131-5135. This "Simultaneous Multiple Peptide Synthesis (SMPS)" 
process is further descnbed in U.S. Patent No. 4,631,21 1 to Houghten et al. (1986). 

As one of skill in the art will appreciate, FGFR5 polypeptides of the present 

25 invention and the epitope-beanng fragments thereof descnbed above can be combined 
with parts of the constant domain of immunoglobulins (IgG), resulting in chimeric 
polypeptides. These fusion proteins facilitate purification and show an increased half- 
life in vivo. This has been shown, e.g., for chimeric proteins consisting of the first 
two domains of the human CD4-polypeptide and various domains of the constant 

30 regions of the heavy or light chains of mammalian immunoglobulins (EPA 394,827; 
Traunecker et ah. Nature 331:84-86 (1988)). Fusion proteins that have a disulfide- 
linked dimenc structure due to the IgG part can also be more efficient in binding and 
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neutralizing other molecules than the monomenc FGFR5 receptor polypeptides or 
pohpeptide fragments alone (Fountoulakis et al.. J. Biochem 270:3958-3964 (1995)). 

For many proteins, including the extracellular domain of a membrane 
associated protein, it is known in the art that one or more ammo acids may be deleted 
5 from the N-termmus or C-terminus without substantial loss of biological function. 
However, even if deletion of one or more amino acids from the N-terminus or C- 
terminus of a protein results in modification or loss of one or more biological 
functions of the protein, other FGFR5 functional activities may still be retained. For 
example, in many instances, the ability of the shortened protein to induce and/or bind 
1 0 to antibodies which recognize FGFR5 (preferably antibodies that bind specifically to 
FGFR5) will be retained irrespective of the size or location of the deletion. Whether a 
particular polypeptide lacking N-terminal and/or C-terminal residues of a complete 
protein retains such immunologic activities can readily be determined by routine 
methods descnbed herein and otherwise known in the art. 
15 In one embodiment, the present invention further provides polypeptides 

having one or more residues deleted from the amino terminus of the amino acid 
sequence of the FGFR5 polypeptide depicted in Figures lA-C (SEQ ID NO:2) or 
encoded by the cDNA of the deposited clone. Particularly, in one embodiment, N- 
terminal deletions of the FGFR5 polypeptide can be descnbed by the general formula 
20 m to 504, where m is an integer from 2 to 504 corresponding to the position of amino 
acid identified in SEQ ID NO:2 and preferably, corresponds to one of the N-teiminal 
amino acid residues identified in the N-terminal deletions specified herein. In specific 
embodiments, N-terminal deletions of the FGFR5 polypeptide of the invention 
comprise, or alternatively, consist of, amino acid residues: T-2 to C-504; P-3 to C- 
25 504; S-4 to C-504; P-5 to C-504; L-6 to C-504; L-7 to C-504; L-8 to C-504; L-9 to C- 
504; L-10 to C-504; L-1 1 to C-504; P-12 to C-504; P-13 to C-504; L-14 to C-504; L- 
15 to C-504; L-16 to C-504; G-17 to C-504; A-18 to C-504; F-19 to C-504; P-20 to 
C-504; P-21 to C-504; A-22 to C-504; A-23 to C-504; A-24 to C-504; A-25 to C-504; 
R-26 to C-504; G-27 to C-504; P-28 to C-504; P-29 to C-504; K-30 to C-504; M-31 
30 to C-504; A-32 to C-504; D-33 to C-504; K-34 to C-504; V-35 to C-504; V-36 to C- 
504; P-37 to C-504; R-38 to C-504; Q-39 to C-504; V-40 to C-504; A-41 to C-504: 
R-42 to C-504; L-43 to C-504; G-44 to C-504; R-45 to C-504; T-46 to C-504; V-47 to 
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C-504; R-48 to C-504; L-49 to C-504; Q-50 to C-504; C-51 to C-504: P-52 to C-504; 
V-53 to C-504; E-54 to C-504; G-55 to C-504; D-56 to C-504; P-57 to C-504; P-58 to 
C-504; P-59 to C-504; L-60 to C-504; T-61 to C-504; M-b2 to C-504; W-63 to C-504; 
T-64 to C-504; K-65 to C-504; D-66 to C-504; G-67 to C-504; R-68 to C-504; T-69 
to C-504; 1-70 to C-504; H-71 to C-504; S-72 to C-504; G-73 to C-504; W-74 to C- 
504; S-75 to C-504; R-76 to C-504; F-77 to C-504; R-78 to C-504; V-79 to C-504; L- 
80 to C-504; P-81 to C-504; Q-82 to C-504; G-83 to C-504; L-84 to C-504; K-85 to 
C-504; V-86 to C-504; K-87 to C-504; Q-88 to C-504; V-89 to C-504; E-90 to C-504; 
R-91 to C-504; E-92 to C-504; D-93 to C-504; A-94 to C-504; G-95 to C-504; V-96 



10 to C-504; Y-97 to C-504; V-98 to C-504; C-99 to C-504; K-lOO to C-504 
C-504, T-102 to C-504; N-103 to C-504; G-104 to C-504; F-105 to C-504 
C-504; S-107 to C-504; L-108 to C-504; S-109 to C-504; V-1 10 to C-504 
C-504; Y-1 12 to C-504; T-1 13 to C-504; L-1 14 to C-504; V-1 15 to C-504 
C-504; L-1 17 to C-504; D-1 18 to C-504; D-1 19 to C-504; 1-120 to C-504 

15 C-504; P-122 to C-504; G-123 to C-504; K-124 to C-504; E-125 to C-504 
C-504; L-127 to C-504; G-128 to C-504; P-129 to C-504; D-130 to C-504 
C-504; S-132 to C-504; S-133 to C-504; G-134 to C-504; G-135 to C-504 
C-504; E-I37 to C-504; D-1 38 to C-504; P-139 to C-504; A- 140 to C-504 
C-504; Q-142 to C-504; Q-143 to C-504; W- 144 to C-504; A- 145 to C-504 

20 C-504; P-147 to C-504; R-148 to C-504; F-149 to C-504; T-1 50 to C-504 
C-504; P-152 to C-504; S-153 to C-504; K-154 to C-504; M-155 to C-504 
C-504; R-157 to C-504; R-158 to C-504; V-159 to C-504; 1-160 to C-504: 
C-504; R-162 to C-504; P-163 to C-504; V-164 to C-504; G-165 to C-504 
C-504; S-167 to C-504; V-1 68 to C-504; R-169 to C-504; L-1 70 to C-504 

25 C-504; C-172 to C-504; V-1 73 to C-504; A-174 to C-504; S-175 to C-504 
C-504; H-177 to C-504; P-178 to C-504; R-179 to C-504; P-180 to C-504 
C-504; 1-182 to C-504; T-1 83 to C-504; W-184 to C-504; M-185 to C-504 
C-504; D-187 to C-504; D-188 to C-504; Q-189 to C-504; A-190 to C-504 
C-504; T-1 92 to C-504; R-193 to C-504; P-194 to C-504; E-195 to C-504: 

30 C-504; A- 197 to C-504; E-198 to C-504; P-199 to C-504; R-200 to C-504 
C-504; K-202 to C-504; K-203 to C-504; W-204 to C-504; T-205 to C-504 
C-504; S-207 to C-504; L-208 to C-504; K-209 to C-504; N-210 to C-504 



A-101 to 
G-106 to 
N-111 to 
V-1 16 to 
S-121 to 
S-I26 to 
S-131 to 
Q-136 to 
S-141 to 
R- 146 to 
Q-151 to 
R-156 to 
A-161 to 
S-166 to 
K-171 to 
G-176 to 
D-181 to 
K-186 to 
L-191 to 
A- 196 to 
K-201 tc 
L-206 to 
L-21 1 to 
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C-504 R-^P .0 C.SCU^ P-2.3 .0 C.504: EOU ,0 0504; D.:i5 ,0 C-504: 5-216 >o 
C.504. 0-:<7 ,0 C-5.,4: KO.S ,0 C-504; Y.:.9 ,o C-504-. T-220 ,o 0-504; C-221 ,o 
0-504- R--2 .0 C-504; \ -223 .0 C-504; S-224 ,0 C-504; N.225 ,0 C-504; R-226 .o 
C 504- A-"7 <o C-504; 0-228 .0 C-504; A-229 ,o C-504; 1-230 ,o 0-504; N.231 to 
i 0.504' A.232 .0 0.5W; T-233 to 0-504; Y-234 ,0 0-504; K-235 ,0 C-504; S-.236 .0 
C.504' D-'37 to O.504; V.238 ,0 C-504; 1-239 .0 C.504; Q-240 ,0 C-504; R.24, ,0 
C.504' T-242 ,0 C.504; R-243 ,0 C.504; S.244 ,0 0504; K-245 ,0 C-504; P-246 to 
C 504- V-247 ,0 C.504, L-248 .0 0504; T.249 ,0 0-504; G-250 ,0 0-504; T.251 to 
C.504' H.2S2 to C.504; P-253 to C-504; V.254 to 0504; N-255 to 0504; T.256 .0 
0 C.504' T.257 to C.504. V.258 .0 0504; D.259 to 0504; F.260 .0 0504; G-261 .0 
C.504' G.'62 to C.504; T.263 to 0504; T.264 .0 0504; S-265 .0 C-504; F-266 ,0 
C-504' Q-267 to 0504; 0268 .0 0504; K-269 to 0504; V.270 .0 0504; R-27, ,0 
0.504- S-772 to O504; D-273 .0 0504; V.274 ,0 O504; K.275 ,0 0504; P.276 to 
C 504- V--77 to 0-504; 1-278 .0 0504; Q-279 to 0504; W.280 .0 O504; L.281 to 
,5 0-504- K-282 to 0-504; R-283 to 0504; V-284 to 0504; E.285 to C-504; Y.286 .0 
0.504- G-287 to O-504; A.288 to O504; £-289 to 0504; 0-290 to 0504; R.29> .0 
O504- H.292 to C-504; N-293 to O504; 5-294 to 0504; T-295 .0 0504; 1-296 .0 
C.504' D.297 to 0504; V-298 .0 C-504; G-299 ,0 O504; G-300 .0 C-504; Q-30, .0 
O504- K.302 to C-504; F-303 to O504; V-304 ,0 O504; V-305 to 0504; L-306 to 
,0 0504'; P.307 to 0504; T.308 ,0 0504; G-309 ,„ 0-504; D-3,0 to O504; V-3U ,0 
C.504. W.3.2 to C-504; 5.3,3 to O504; R.3,4 to O504; P-3.5 .0 O504; D-3.6 to 
C-504: 0.3,7 ,0 O504; S-3,8 to 0-504; Y-319 .0 0-504; L-320 to 0504; N-32. .0 
C-504; R-322 .0 0504; L-323 .0 C-504; L.324 to 0-504; ,-325 to 0-504; T-32 to O 
504- R.327 to O504; A.328 .0 C-504; R-329 to C-504; Q-330 ,0 C-504; D-.3 , to 0- 
.5 504'- D-332 to O504; A-333 to O504; G-334 ,0 O504; M-335 to C-504; Y.336 to C- 
504^ ,.337 to 0504; 0338 0504; L.339 to 0504; C-340 .0 C-504; A-34, to C- 
504'- N-342 to C-504; 1-343 to C-504; M-344 ,0 O504; G-345 .0 O504; Y-346 .0 C- 
504'; S-347 to 0504; F-348 ,0 O504; R.349 .0 0504; S-350 to O504; A-35 , ,0 C- 
504 F-352 to O504; L-353 to C-504; T.354 to C-504; V.355 to O504; L.356 to O 
504^ P.357 to 0504; 0-358 .0 O504; P-359 to 0504; K.360 to O504; P-36, to O 
504 Q-362 ,0 C-504; 0-363 .0 O504; P.364 ,0 O504; p.365 .0 0504; V.3 to O 
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504: 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 
504 



A-372 to C-504: T-373 to C-504; S-374 to C-504; L-375 to C-504; P-376 to C- 
W-377 to C-504: P-37S to C-504; V-379 to C-504; V-3S() to C-504; 1-381 to C- 
G-382 to C-504; 1-383 to C-504; P-384 to C-504; A-385 to C-504; G-386 to C- 



A-387 to C-504; V-388 to C-504; F-389 to C-504 
G-392 to C-504; T-393 to C-504; L-394 to C-504 
W-397 to C-504; L-398 to C-504; C-399 to C-504 
Q-402 to C-504; K-403 to C-504; K-404 to C-504 
T-407 to C-504; P-408 to C-504; A-409 to C-504 
P-412 to C-504; P-413 to C-504; L-414 to C-504 
H-417 to C-504; R-418 to C-504; P-419 to C-504 
T-422 to C-504; A-423 to C-504; L-424 to C-504 
S-427 to C-504; G-428 to C-504; D-429 to C-504 
L-432 to C-504; P-433 to C-504; S-434 to C-504 
A-437 to C-504; L-438 to C-504; S-439 to C-504 
P-442 to C-504; G-443 to C-504; V-W4 to C-504 
C-447 to C-504; E-448 to C-504; E-449 to C-504 
S-452 to C-504; P-453 to C-504; A-454 to C-504 
Q-457 to C-504; H-458 to C-504; L-459 to C-504 
P.462 to C-504; G-463 to C-504; P-464 to C-504 
G-467 to C-504; P-468 to C-504; K-469 to C-504 
P-472 to C-504; K-473 to C-504; L-474 to C-504 
D-477 to C-504; 1-478 to C-504; H-479 to C-504 
T-482 to C-504; H-483 to C-504; T-484 to C-504 
H-487 to C-504; T-488 to C-504; H-489 to C-504 



1-390 to C-504; L-391 to C- 
L-395 to C-504; L-396 to C- 
Q-400 to C-504; A.401 to C- 
P-405 to C-504; C-406 to C- 
P-410 to C-504; A-411 to C- 
P-415 to C-504; G-416 to C- 
P-420 to C-504; G-421 to C- 
D-425 to C-504; R-426 to C- 
K-430 to C-504; D-431 to C- 
L-435 to C-504; A-436 to C- 
A-440 to C-504; G-441 to C- 
G-445 to C-504; L-446 to C- 
H-450to C-504; G-451 to C- 
A-455 to C-504; P-456 to C- 
L-460 to C-504; G-461 to C- 
V-465 to C-504; A-466 to C- 
L-470 to C-504; Y-471 to C- 
Y-475 to C-504; T-476 to C- 
T-480 to C-504; H-481 to C- 
H-485 to C-504; S-486 to C- 
S-490 to C-504; H-491 to C- 
K-495 to C-504; V-496 to C- 



V-492 to C-504; E-493 to C-504; G-494 to C-504; 

H-497 to C-504; (>498 to C-504; H-499 to C-504; of SEQ ID N0:2. 
Polynucleotides encoding these polypeptides are also encompassed by the invention. 

In another embodiment, the present invention further provides polypeptides 
having one or more residues deleted from the amino terminus of the amino acid 
30 sequence of the extracellular portion of the FGFR5 polypeptide depicted in Figures 
1 A-C (SEQ ID N0:2) or encoded by the cDNA of the deposited clone. Particularly, in 
one embodiment, N-terminal deletions of the extracellular portion of the FGFR5 
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poKpeptide can be descnbed by the general formula m to 373. where m is an mteger 
from 2 to ^-3 correspondmg to the position of amino acid idemified m SEQ ID N0:2. 
and preferablv. corresponds to one of the N-terminal amino acid residues identtfied in 
the N-termmal deletions specified herein, in specific embodimems. N-term.nai 
5 deletions of the extracellular portion of the FGFR5 pohpeptide of the presem 
mvention compnse, or alternatively, consist of. amino acd residues: T-2 to T-373: P- 
3 to T-373- S-4 to T-373; P-5 to T-373; L-6 to T-373; L-7 to T.373; L-8 to T-373; L-9 
to T-373- L-10 to T-373; L-11 to T-373; P-12 to T-373; P-13 to T-373, L-14 to T- 
373- L-15 to T-373; L-16 to T-373; G-17 to T-373; A-18 to T-373; F-19 to T.373; P- 
,0 ^0 to T-373; P-21 to T-373; A-22 to T-373; A-23 to T-373; A-24 to T-373; A-25 to T- 
373- R-26 to T-373; G-27 to T-373; P-28 to T-373; P-29 to T-373; K-30 to T-373; M- 
31 to T-373; A-32 to T-373; D-33 to T-373; K-34 to T-373; V-35 to T-373; V-36 to 
T-373- P-37 to T-373; R-38 to T-373; Q-39 to T-373; V-40 to T-373; A-41 to T-373; 
R.42 to T-373; L-43 to T-373; G-44 to T-373; R-45 to T-373; T-46 to T-373; V-47 to 
15 T-373- R-48 to T-373; L-49 to T-373; Q-50 to T-373; C-51 to T-373; P-52 to T-373; 
V-53 to T-373; E-54 to T-373; G-55 to T-373; D-56 to T-373; P-57 to T-373; P-58 to 
T-373 P-59 to T-373; L-60 to T-373; T-61 to T-373; M-62 to T-373; W-63 to T.373; 
T-64 to T-373; K-65 to T-373; D-66 to T-373; G-67 to T-373; R-68 to T-373; T-69 to 
T-373- 1-70 to T-373; H-71 to T-373; S-72 to T-373; G-73 to T-373; W-74 to T-373; 
.0 S-75 to T-373; R-76 to T-373; F-77 to T-373; R-78 to T-373; V-79 to T-373; L-80 to 
T-373- P-81 to T-373; Q-82 to T-373; G-83 to T-373; L-84 to T-373; K-85 to T-373; 
V-86 to T-373; K.87 to T-373; Q-88 to T-373; V-89 to T-373; E-90 to T-373; R-91 to 
T-373- E-92 to T-373; D-93 to T-373; A-94 to T-373; G-95 to T-373; V-96 to T-373; 
Y-97 to T-373; V-98 to T-373; C-99 to T-373; K-lOO to T-373; A-101 to T-373; T- 
25 102 to T-373; N-103 to T-373; G-104 to T-373; F-105 to T-373; G-106 to T-373; S- 
107 to T-373; L-108 to T-373; S-109 to T-373; V-110 to T-373; N-111 to T-373; Y- 
112 to T-373; T-113 to T-373; L-114 to T-373; V-US to T-373; V-116 to T-373; L- 
117 to T-373; D-118 to T-373; D-119 to T-373; 1-120 to T-373; S-121 to T-373; P- 
122 to T-373; G-123 to T-373; K-124 to T-373; E-125 to T-373; S-126 to T-373; L- 
30 P7 to T-373; G-128 to T-373; P-129 to T-373; D-130 to T-373; S-131 to T-373; S- 
13^ to T-373; S-133 to T-373; G-134 to T-373; G-135 to T-373; Q-136 to T-373; E- 
137 to T-373; D-138 to T-373; P-139 to T-373; A-140 to T-373; S-141 to T-373; Q- 
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142 to T-373; Q-143 to T-373; W-144 to T-373; A-145 to T-373; R-146 to T-373; P- 
147 to T-373: R-148 to 1-373; F-149 to T-373; T-150 to T-373; Q-151 to T-373; P- 
152 to T-373; S-153 to T-373; K-154 to T-373; M-155 to T-373; R-156 to T-373; R- 
157 to T-373; R-158 to T-373; V-159 to T-373; 1-160 to T-373; A-161 to T-373; R- 
5 162 to T-373; P-163 to T-373; V-164 to T-373; G-165 to T-373; 5-166 to T-373; S- 
167 to T-373; V-168 to T-373; R-169 to T-373; L-170 to T-373; K-171 to T-373; C- 
172 to T-373; V-I73 to T-373; A-174 to T-373; S-175 to T-373; G-176 to T-373, H- 
177 to T-373; P-178 to T-373; R-179 to T-373; P-180 to T-373; D-181 to T-373; I- 
182 to T-373; T-183 to T-373; W-184 to T-373; M-185 to T-373; K-186 to T-373; D- 

10 187 to T-373; D-188 to T-373; Q-189 to T-373; A-190 to T-373; L-191 to T-373; T- 
192 to T-373; R-193 to T-373; P-194 to T-373; E-195 to T-373; A-196 to T-373; A- 
197 to T-373; E-198 to T-373; P-199 to T-373; R-200 to T-373; K-201 to T-373; K- 
202 to T-373; K-203 to T-373; W-204 to T-373; T-205 to T-373; L-206 to T-373; S- 
207 to T-373; L-208 to T-373; K-209 to T-373; N-210 to T-373; L-211 to T-373; R- 

15 212 to T-373; P-213 to T-373; E-214 to T-373; D-215 to T-373; S-216 to T-373; G- 
217 to T-373; K-218 to T-373; Y-219 to T-373; T-220 to T-373; C-221 to T-373; R- 
222 to T-373; V-223 to T-373; S-224 to T-373; N-225 to T-373; R-226 to T-373; A- 
227 to T-373; G-228 to T-373; A-229 to T-373; 1-230 to T-373; N-231 to T-373; A- 
232 to T-373; T-233 to T-373; Y-234 to T-373; K-235 to T-373; V-236 to T-373; D- 

20 237 to T-373; V-238 to T-373; 1-239 to T-373; Q-240 to T-373; R-241 to T-373; T- 
242 to T-373; R-243 to T-373; S-244 to T-373; K-245 to T-373; P-246 to T-373; V- 
247 to T-373; L-248 to T-373; T-249 to T-373; G-250 to T-373; T-251 to T-373; H- 
252 to T-373; P-253 to T-373; V-254 to T-373; N-255 to T-373; T-256 to T-373; T- 
257 to T-373; V-258 to T-373; D-259 to T-373; F-260 to T-373; G-261 to T-373; G- 

25 262 to T-373; T-263 to T-373; T-264 to T-373; S-265 to T-373; F-266 to T-373; Q- 
267 to T-373; C-268 to T-373; K-269 to T-373; V-270 to T-373; R-271 to T-373; S- 
272 to T-373; D-273 to T-373; V-274 to T-373; K-275 to T-373; P-276 to T-373; V- 
277 to T-373; 1-278 to T-373; Q-279 to T-373; W-280 to T-373; L-281 to T-373; K- 
282 to T-373; R-283 to T-373; V-284 to T-373; E-285 to T-373; Y-286 to T-373; G- 

30 287 to T-373; A-288 to T-373; E-289 to T-373; G-290 to T-373; R-291 to T-373; H 
292 U T-373; N-293 to T-37. . S-294 to T-373; T-295 to T-373; 1-296 to 373; D- 
297 to T-373; V-298 to T-373; G-299 to T-373; G-300 to T-373; Q-301 to T-373; K- 
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MP „ T---3 F---03 to T-3": \ -304 .0 J"y. V-305 .0 1-306 .0 T-373, P- 
V,- ,0 T.3-3 T-30S ,0 T-373. G-30.. ,0 T-3r. D-3.0 ,0 1-3-3; V-3. 1 .0 T-373: W- 
,„ T--.73: S-3.3 .0 T-3-3: R-3.4 ,0 T-373: P-315 ,0 T--73: 0-3.6 ,0 T-373: G- 
,0 T-3-3: S-3,8 .0 T-373: V-31<) .0 T-373: 1-330 ,0 T-373: S-3:i 10 T-373. K- 
'3.^ ,„ T-373: L-323 .0 T-373: L-324 .0 T-373: ,-325 ,0 T.373: T-326 ,0 T-373: R- 
3'27 .0 T-373: ..-328 ,0 T-373: R-329 ,0 T-373: O-330 ,0 T-373. D-33 , >o T-373. D- 
33^ ,0 T-373: A.333 .0 T-373: 0-334 to T-373: M-335 .0 T-373: Y-336 to T-.7.: 1- 
33; to T-373: C.338 .0 T.373: .0 T.373: G-340 to T-373: ..-34, to T-373: N- 
342 ,0 T-373: T.343 .0 T-373: M-344 .0 T.373: G.345 to T-373: > - .0 T-. 7 : - 
3 347 to T.373: F-34S ,0 T-373: R-349 ,0 T.373: S.350 .0 T-373, A- . .0 T 3 3 . 
33^ to T.373: L.353 to T.373: T.354 to T.373: V.355 to T-373: L-3» to T-373: P- 
to T-373: D-35S .0 T-373: P.359 .0 T-373: K.360 .0 T-373: P.36, ,0 T-373 Q- 
362 ,0 T-373: G-363 .0 T-373: P.364 .0 T-373; P-365 .0 T.373; V.366 to T-373, A. 
367 to T-373. S-368 to T-373; of SEQ ID N0;2. 
,5 Funher embodiments of .he invenuon are directed .0 C-termtna, dele«o„s of 

.he FGFR5 po,vpep..de descnbed by .be genera. fonnuU , .0 n, ~ 
from ,-503 correspondtng to the posit.on of am.no acid residue ,de„.,f.ed m SEQ ID 
N0;2 and preferabiy, corresponds to one of .he Cermtna, am,„o acid res,du. 
identtfled .n *e Cerminal de,e.,ons spccifted herein. In specific embodnnen^, 
20 .e„n,„a, delcons of the FGFR5 po,ypep..de of the '"-.ion »mpn- or 
a,.ema„ve,v, cons.s. of, amino acd restdnes: M., to Q-503: M.I 
501- M.I to 1.500; M.I .0 H.499; M-, to Q.498: M-I .0 H-497; M-I to V.496. M-I 
K-l; M-I .0 G.94; M-1 .0 E.93; M., .0 V.492; M-I to H.49I ; M-I .0 ^9. 
M.I to H.489; M-I .0 T.48S; M.I to H-4S7; M-I .0 S-486; M-, to H-485: M- ,0 T 
,3 1; M.I to H.4S3; M.I .0 T.82; M.. .0 H.48, ; M-, ,0 T-480; M-, .0 H-47. M. 
' ,0 1-478- M.I .0 D.477; M., .0 T.476; M.I .0 Y.475; M-I to L-474: M-I ,0 K-473, 
: .oP-472;M.noV.47I:M-,.oL.470;M.UoK.469;M.,.oP-468:M-,,oG 

467; M., .0 A.466; M.I .0 V.465; M-I .0 P.464; M-I .0 G.463; M-, .0 -462^ M- 
.0 0-46,; M-I .0 U-460: M-I to L-459; M-I .0 H-458; M-I to Q-457; M . ,0 - 56: 
,0 M-, to A-455: M., .0 A.454; M.I .0 P.453: M.I .0 S.452; M-, .0 G"*''- 

450; M., to H.449; M.I .0 E.448; M., .0 C-447; M., .0 L.446; M. .0 G.«5^ M. 

r. .A-, \A \ ir. r, 441- M-1 to A-440-, M-1 to S-439, 
to V-444; M-l to G-443; M-1 to P-442; M-1 to G-441, M i to a 
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M-1 to L-438; M-l to A-437; M-1 to A-436; M-1 to L-435; M-1 to S-434: M-1 to P- 
433; M-1 to L-432; M-1 to D-431; M-1 to K-430; M-1 to D-429; M-1 to G-42S; M-1 
to S-427; M-1 to R-426: M-1 to D-425; M-1 to L-424: M-1 to A-423; M-1 to T-422; 
M-1 to G-421; M-1 to P-420; M-1 to P-419: M-1 to R-418; M-1 to H-417; M-1 to G- 
5 416; M-1 to P-415; M-1 to L-414; M-1 to P-413; M-1 to P-412; M-1 to A-411; M-1 
to P-410; M-1 to A-409; M-1 to P-408; M-1 to T-407; M-1 to C-406; M-I to P-405; 
M-1 to K-404; M-1 to K-403; M-1 to Q-402; M-1 to A-401; M-1 to Q-400; M-1 to C- 
399; M-1 to L-398; M-1 to W-397; M-1 to L-396; M-1 to L-395; M-1 to L-394; M-1 
to T-393; M-1 to G-392; M-1 to L-391; M-1 to 1-390; M-1 to F-389; M-l to V-388; 

10 M-l to A-387; M-l to G-386; M-l to A-385; M-l to P-384; M-l to 1-383; M-l to G- 
382; M-l to 1-381; M-l to V-380; M-l to V-379; M-l to P-378; M-l to W-377; M-l 
to P-376; M-l to L-375; M-l to S-374; xM-1 to T-373; M-l to A-372; M-l to S-371; 
M-l to S-370: M-l to S-369; M-l to S-368; M-l to A-367; M-l to V-366; M-l to P- 
365; M-l to P-364; M-l to G-363; M-l to Q-362; M-l to P-361; M-l to K-360; M-l 

15 to P-359; M-l to D-358; M-l to P-357; M-l to L-356; M-l to V-355; M-l to T-354; 
M-l to L-353; M-l to F-352; M-l to A-351; M-l to S-350; M-l to R-349; M-l to F- 
348; M-l to S-347; M-l to Y-346; M-l to G-345; M-l to M-344; M-l to T-343; M-l 
to N-342; M-l to A-341; M-l to G-340; M-l to L-339; M-l to C-338; M-l to 1-337; 
M-l to Y-336; M-l to M-335; M-l to G-334; M-l to A-333; M-l to D-332; M-l to 

20 D-331; M-l to Q-330; M-l to R-329; M-l to A-328; M-l to R-327; M-l to T-326; M- 
1 to 1-325; M-l to L-324; M-l to L-323; M-l to K-322; M-l to N-321; M-l to L-320; 
M-l to Y-319; M-l to S-318; M-l to G-317; M-l to D-316; M-l to P-315; M-l to R- 
314; M-l to S-313; M-l to W-3I2; M-l to V-311; M-l to D-310; M-l to G-309; M-l 
to T-308; M-l to P-307; M-l to L-306; M-l to V-305; M-l to V-304; M-l to F-303; 

25 M-l to K-302; M-l to Q-301; M-l to G-300; M-l to G-299; M-l to V-298; M-l to D- 
297; M-l to 1-296; M-l to T-295; M-l to S-294; M-l to N-293; M-l to H-292; M-l to 
R-291; M-l to G-290; M-l to E-289; M-l to A-288; M-l to G-287; M-l to Y-286; M- 
1 to E-285; M-l to V-284; M-l to R-283; M-l to K-282; M-l to L-281; M-l to W- 
280; M-l to Q-279; M-l to 1-278; M-l to V-277; M-l to P-276; M-l to K-275; M-l 

30 to V-274; M-l to D-273; M-l lo S-272; M-l to R-271; M-l to V-270; M-l to K-269; 
M-l to C-268; M-l to Q-267; M-l to F-266; M-l to S-265; M-l to T-264; M-l to T- 
263; M-l to G-262; M-l to G-261; M-l to F-260; M-l to D-259; M-l to V-258; M-l 
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,0 M-l to T-256; M-l .o N.255; M-1 to V-:54: NM to P-253: M-l to H-252: 

N,., ,oT-25,; M-l .0 G.25tv. M-, ,0 T-249; M-l to 1-248: M-l .0 V.247: M-l to P- 
"^46 M-l ,0 K-245: M-l to S-244: M-l to R.243; M-l to T-242; M-, .0 R.241: M-l 
,„ O-MO- M-l to 1-239: M-l to V-23S: M-l .0 D-237: M-l to V.236: M-l to K-23x 
, M.; ,0 Y-234: M-l .0 T-233: M-l to A-232: M-l to N-231: M-l ,0 1-230: M-l to A- 
'..9- M.1 to 0.228; M-l to A-22- M-l to R-226: M-l to N-225: M-l .0 S-224: M-l 
,„ M-l to R.22:: M-l to C-221: M-l to T-220: M-l to Y-219: M-l to K-218: 

M-l to 0-217: M-l to 3-216: M-l .0 D-215: M-l to E-214: M-l to P-213: M-l ,0 R- 
■^p. M-l to L-2II: M-l to N-210: M-l .0 lC-209: M-l .0 L-208: M-l ,0 S-207: M-l 
10 io L.206: M.I to T-205: M-l to W-204, M-l .0 K-203: M-l to K-202: M-l to K-201 , 
M.I to R.200: M.1 .0 P-199: M-l to £-198: M-l .0 A.,97: M.| to A.I96: M-l to E- 
„5 M.1 .0 P.194: M.I .0 R-193: M.1 .0 T.I92; M-l .0 L.|91: M.| .0 A-190: M.1 
to Q.I89: M-l .0 D.188; M.1 ,0 D-187: M-l to K.I86: M.1 .0 M.185: M-l to W- 
184 M.1 .0 T.,83: M.1 .0 ..182: M.1 .0 D.I8I: M.1 .0 WSO: M.| .0 R-179: M-l to 
,5 P..78 M.1 toH.|77:M.l .0 0.176: M.1 toS..75;M-l ,oA.174:M.| .oV.173;M. 
1 ,0 C-172 M-l to K-171: M.1 to L.170: M.1 .0 R.169; M.I .0 V.168: M.1 to S- 
167 M-l ,0 S.166: M.1 .0 0.165: M.. .0 V.164; M-l .0 P.163: M-l .0 R.162; M.1 
to A-161 : M.1 to 1-160: M-l to V-159: M-l .0 R.158; M.1 .0 R.157: M.1 .0 R..56: 
M.1 ,0 M.155: M.1 .0 K.I54: M-l to S-153: M-l .0 P-152: M-l .0 Q.151: M.1 .0 L 
,0 150: M.1 to F.,49: M.1 to R.148: M-l .0 P.147: M., .0 R.146: M-l .0 A.145: M.. 
,0 W.144: M.1 to Q.143: M.1 to Q.I42: M-l ,0 S.141: M.1 ,0 A.I40: M-l to P-U : 
M-l .0 D.I38: M.1 .0 E.137: M.| to Q.136: M-l to 0-135: M.1 to G..34: M-l .0 S- 
.33- M.1 .0 S.132: M.1 to S-131: M-l .0 0-130: M-l to P.129: M-l .0 CUS: M.| 
,0 H27- M.1 to S.126: M.1 to E.I25: M-l to K-124: M-l to 0-123: M-l to P.122: 
25 M., to S.12.: M.1 .0 1.120: M.1 to D.1.9: M-l to D-118: M-, ,0 L-, ,7 M-l .0 V 
1,6: M.1 .0 V.U5: M-l .0 LIH: M.1 to T.,13: M.1 .0 Y-II2: M-l .0 N-l II. M^ 
,0 V-llO: M.1 .0 S..09: M.1 .0 L-108: M-l to 5-107: M.| .0 0.106: M.| to F-105: 
M-l to O.104: M-l .0 N.I03: M.| .0 T.102: M.1 .0 A.IOl: M-l to K-IOO: M.1 to C- 
,9- M-l to V-98: M.1 .0 Y.97: M.1 to V.96: M.1 .0 0.95: M.| .0 A.94: M-l .0 D- 
30 93': M-l to E.92: M-l .0 R.9I: M.. .0 E.90: M-l .0 V.89: M-l .0 Q.88: M.| .0 K.87: 
M-l to V.86: M.1 .0 K.85: M-l .0 L.84: M.l .0 0.83: M.. .0 Q.82: M.1 .0 P-81 : M. 
1 to L-80: M-, .0 V.79: M-l to R.78: M.l .0 F.77: M.| .0 R.76: M.l to S.75: M-l .0 
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W-T4; M-1 to G-73; M-1 to S-72; M-1 to H-71; M-1 to 1-70; M-1 to T-69; M-1 to R- 
68; M-1 to G-6"?; M-1 to D-66; M-1 to K-65; M-1 to T-64; M-1 to W-63; M-1 to M- 
62; M-1 to T-61; M-1 to L-60; M-1 to P-59; M-1 to P-58; M-1 to P-57; M-1 to D-56; 
M-1 to G-55; M-1 to E-54; M-1 to V-53; M-1 to P-52; M-1 toC-51; M-1 to Q-50; M- 
5 1 to L-49; M-1 to R-48; M-1 to V-47; M-1 to T-46; M-1 to R-45; M-1 to G-44: M-1 
to L-43; M-1 to R-42: M-1 to A-41; M-1 to V-40; M-1 to Q-39; M-1 to R-38; M-1 to 
P-37; M-1 to V-36; M-1 to V-35; M-1 to K-34; M-1 to D-33; M-1 to A-32; M-1 to M- 
31; M-1 to K-30; M-1 to P-29; M-1 to P-28; M-1 to G-27; M-1 toR-26; M-1 to A-25; 
M-1 to A-24; M-1 to A-23: M-1 to A-22; M-1 to P-21; M-1 to P-20; M-1 to F-19; M- 
10 1 toA-18;M-l toG-17;M-l toL-16;M-l toL-15;M-l toL-14;M-l toP-13;M-l to 
P-12; M-1 to L-11: M-1 to L-10; M-1 to L-9; M-1 to L-8; M-1 to L-7; of SEQ ID 
N0:2. Polynucleotides encoding these polypeptides are also encompassed by the 
invention. 

Further embodiments of the invention are directed to C-terminal deletions of 

1 5 the extracellular portion of the FGFR5 polypeptide described by the general formula 1 
to n, where n is an integer fi-om 1-372 corresponding to the position of amino acid 
residue identified in SEQ ID N0:2 and preferably, corresponds to one of the C- 
terminal amino acid residues identified in the C-terminal deletions specified herein. 
In specific embodiments, C-terminal deletions of the extracellular portion of the 

20 FGFR5 polypeptide of the invention comprise, or alternatively, consist of, amino acid 
residues: A-25 to A-372: A-25 to S-371; A-25 to S-370: A-25 to S-369; A-25 to S- 
368; A-25 to A-367; A-25 to V-366; A-25 to P-365; A-25 to P-364; A-25 to G-363; 
A-25 to Q-362; A-25 to P-361; A-25 to K-360; A-25 to P-359; A-25 to D-358; A-25 
to P-357; A-25 to L-356; A-25 to V-355; A-25 to T-354; A-25 to L-353; A-25 to F- 

25 352; A-25 to A-351; A-25 to S-350; A-25 to R-349; A-25 to F-348; A-25 to S-347; 
A-25 to Y-346; A-25 to G-345; A-25 to M-344; A-25 to T-343; A-25 to N-342; A-25 
to A-341; A-25 to G-340; A-25 to L-339; A-25 to C-338; A-25 to 1-337; A-25 to Y- 
336; A-25 to M-335; A-25 to G-334; A-25 to A-333; A-25 to D-332; A-25 to D-331; 
A-25 to Q-330; A-25 to R-329; A-25 to A-328; A-25 to R-327; A-25 to T-326; A-25 

30 to 1-325, A-25 to L-324; A-25 to L-323; A-25 to K-322; A-25 to N-321; A-25 to L- 
320; A-25 to Y-319; A-25 to S-318; A-25 to G-317; A-25 to D-316; A-25 to P-315; 
A-25 to R-314; A-25 to S-313; A-25 to W-312; A-25 to V-311; A-25 to D-310; A-25 
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O.V» V25 .0 T-308; A-:5 .0 P.307; A.25 ,o 1-306; A-25 ,o V.305-. A.25 .0 V- 
,04 A-^^ » F-:.03: A-25 ,0 K.302. A-25 ,0 Q-30hA-25 ,0 G-300; A-25 .0 G-299; 
A ^5 ,0 \ .^«S A-25 ,0 D-29- A-25 .0 .-296; A-25 .0 T-295; A-:5 ,o S-291; A-25 ,o 
S '„ A-- ,0 H-292; A-25 ,0 R-29,; A-25 .0 0-290, A-25 ,0 E-2S9; A-25 ,0 A- 
A.,5 ,0 G-2S- A-25 ,0 Y-286; A-25 ,0 E-285; A-25 ,0 V-284; A-25 ,o R-283; 
'a-.5 ,0 K-282, A-25 to L-281: A-25 ,o W-280; A-25 .0 Q-279; A-25 .0 .-278; A-25 
,„;.277; A-25 ,0 P-276; A-25 ,0 K-275; A-25 ,o V-274; A-25 ,o 0-273; A-25 .0 S- 
,72- A-25 ,o R.27.; A-25 >o V-270; A-25 to K-269; A-25 >« C-268; A-25 ,o Q-67, 
;.25 ,0 F-266; A-25 .o S-265; A-25 .o T-264; A-25 .o T-263; A.25 ,« G-262, A-25 
,0 G-26.; A-25 to F-260; A-25 to D-259; A-25 to V-258; A.25 to T-257; A.25 to T- 
,56- A.25 ,0 N-255; A.25 to V.254; A-25 to P-253; A-25 to H-252; A-2. to T-.5 , 
■a.25 to G-250; A-25 to T-249; A-25 to L-248; A.25 to V-247; A-25 to P-246. A.25 
.„ K.245; A.25 to S-244; A-25 to R.243; A-25 .0 1-242; A-25 to "^'^^ ■ •» J^- 
240- A-25 ,0 1-239; A-25 to V-238; A-25 to 0-237; A-25 to V-236; A-25 to K- 35 
; A-,; ,0 Y-234; A.25 to T-233; A.25 .0 A-232; A-25 to N.231; A-25 to .-230; A-25 
,0 A-2^9 A-25 .0 G-228; A-25 ,o A-227; A.25 to R.226; A-25 ,o N-225; A.25 to S. 

:-25 to V-223; A-25 to R.222; .25 to 0-22,; .25 to .220; .25 to V.2. 
A-25 to K-2.8; A-25 to 0-2.7; .25 to S.2.6; A-25 to 0-2.5; .25 to E- .4; .25 
,0 P.2,3; .25 to R.2.2; .25 to WU; .25 .oN.2,0; .25 to 
208; .25 to S.207; .25 to L-206; .25 ,o T-205; .V25 to W-204; A.25 to K.203 . 
A.25 to K-202; .25 ,0 K-20,; A-25 to R.200; .25 to P..99; .25 to E. 9 .25 
to A..97; .25 to A.,96; .25 ,0 E.,95; .25 ,o P..94; A-25 '^^^■^^'^^ 
.25 to L-191; .25 .0 .190; .25 to Q-.89; .25 to D-,88; .25 to 0-187 
K.186; .25 ,0 M.185; A-25 to W-,84; A-25 to T.,83; .25 to 1..82; A.25 
25 0 0.181; .25 to P.180; .25 to R..79; .25 to P.,78; .25 to H.177 A 25 to G 
,76; .25 to S.,75; .25 to .174. .25 to V.,,3; A.25 to C.,72; .2 to K.17 
A.25 to L.,7„; .25 to R.169; .25 to V..68; A-25 to S-.67; A-2 to - 66 .2 
,0 G-,65; .25 to V-,64; .25 to P-,63; .25 to R-,62; A-25 to ..6 A-25 to - 
,60; .25 to V.15,; .25 to R.158; .25 to R..57; .25 to R-. 56 ; A.2 to M-, 55^ 
30 .25 .0 K.154; .25 to S.153; .25 to P-.52; .25 to Q-.5.; .25 to T-,5 , A-25 
I F-,4,; .25 to R..4S; .25 to P.,47; .25 to R.,46; .25 to --^^^^^^^ 
,44. .25 ,0 Q.143; A.25 to Q-142; A.25 to S..41; .25 to .140; .25 to P.,39. 
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A-25 to D-138; A-25 to E-137; A-25 to 0-136; A-25 to G-135; A-25 to G-134: A-25 
to S-133; A-25 to S-132; A-25 to S-131: A-25 to D-130; A-25 to P-129; A-25 to G- 
128; A-25 to L-I27; A-25 to S-126; A-25 to E-125; A-25 to K-124; A-25 to G-123; 
A-25 to P-122; A-25 to S-121; A-25 to 1-120; A-25 to D-119; A-25 to D-118; A-25 to 
5 L-117; A-25 to V-1 16; A-25 to V-1 15; A-25 to L-114; A-25 to T-113; A-25 to Y-112; 
A-25 to N-ni; A-25 to V-110; A-25 to S-109; A-25 to L-108; A-25 to S-107; A-25 
to G-106; A-25 to F-105; A-25 to G-104; A-25 to N-103; A-25 to T-102; A-25 to A- 
101; A-25 to K-lOO; A-25 to C-99; A-25 to V-98; A-25 to Y-97; A-25 to V-96; A-25 
to G-95; A-25 to A-94; A-25 to D-93; A-25 to E-92; A-25 to R-91 ; A-25 to E-90; A- 

10 25 to V-89; A-25 to Q-8S; A-25 to K-87; A-25 to V-86; A-25 to K-85; A-25 to L-84; 
A-25 to G-83; A-25 to Q-82; A-25 to P-81; A-25 to L-80; A-25 to V-79; A-25 to R- 
78; A-25 to F-77; A-25 to R-76; A-25 to S-75; A-25 to W-74; A-25 to G-73; A-25 to 
S-72; A-25 to H-71; A-25 to 1-70; A-25 to T-69; A-25 to R-68; A-25 to G-67; A-25 to 
D-66; A-25 to K-65; A-25 to T-64; A-25 to W-63; A-25 to M-62; A-25 to T-61; A-25 

15 to L-60; A-25 to P-59; A-25 to P-58; A-25 to P-57; A-25 to D-56; A-25 to G-55; A- 
25 to E-54; A-25 to V-53; A-25 to P-52; A-25 to C-51; A-25 to Q-50; A-25 to L-49; 
A-25 to R-48; A-25 to V-47; A-25 to T-46; A-25 to R-45; A-25 to G-44; A-25 to L- 
43; A-25 to R-42; A-25 to A-41; A-25 to V-40; A-25 to Q-39; A-25 to R-38; A-25 to 
P-37; A-25 to V-36; A-25 to V-35; A-25 to K-34; A-25 to D-33; A-25 to A-32; A-25 

20 toM-31;ofSEQIDNO:2. 

Further embodiments of the invention are directed to polypeptide fragments 
compnsing, or alternatively, consisting of. amino acids descnbed by the general 
formula m to n. where m and n are integers corresponding to any one of the amino 
acid residues specified above for these symbols, respectively. Polynucleotides 

25 encoding such polypeptides are also provided. 

Further embodiments of the invention include isolated amino acid molecules 
comprising a polypeptide having an amino acid sequence at least 80% identical, more 
preferably at least 85%. 90%, or 95°/o identical, and still more preferably at least 96%, 
97%, 98%, or 99% identical to N and/or C terminal FGFR5 deletion fragments 

30 described supra. 

It will be recognized in the art that some amino acid sequences of the FGFR5 
receptors can be varied without significant effect to the structure or function of the 
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pro,e,„ If sod, d,ner=nces ,„ sequence are comen,p,a,=d. should be remembered 
,ha, ,bere be en„ca. areas on ,be prorem .vbrcb dere^me acrivuy, Tbus, .he 
,nve„„o„ funher mcludes vanar.ons of rbe F0FR5 receprors wb.cb show su s,am,a, 
FGFR^ receptor ae„v.>y or whrch mc.ude regions of FGFR5 pro.ems such as -...e 
, polvpepnde porrrons d.scussed be... Such mu.an.s rnCude de.e.rons, rnsen.ons 
pvelons. repears, aud „pe 3ubs-.,u,io„s. As ,„d,cared above. ,,da„ce conee j 
.bich ammo acid chau.es are ,.e,y .0 be pheno.p.caU, s„e„, ca„ be o„^ 
Bowre e. al.. "Decpbering .be Message m Pro.e,„ Sequences: Tolerance ,0 Am.no 
Ac,dSubs,i.ut.ons,-Sc,ence247:n06-.310(l990,, 

Tbus. .be ftagmem. denvative or analog of .he po,ypep.,de of F.gures lA-C 
,SEO ID NO-2,, or ,ba. are encoded by .be depos..ed cDNA. may be (i) one ,n wb.ch 
one or more of , be am.no ae,d res.due3 are subs...u,ed w,.b ^ — 
conserved am.no acid res.due (preferably a eonse„ed am.no ac,d ....due, and ^ch 
3ubs...u.ed am,no ac.d residue may or may no. be one encoded by .he gene,.c e^^r 
,5 0.) one ,n v,hicb one or more of ,he am.no acid residues .ncludes a subsb.u.. grou^ 
i,„ one ,n »b,cb .he F0FR5 polypep..de is fused w,.b ano.ber compound, sue as 
lund .0 .ncrease .be half-hfe of .be polypeptide <for -'^^'■-'^^^ 
^yco, or (.V, one .„ wh.cb .he add,.,ona, am,no acids are i*.=d .0 .be full length 
ZJU. s.h as an IgO Fc .sion reg-on pepbde ^-^^--^Zl 
,0 or a sequence wbrch is employed for punfrcar.on of .he FGFR5 polypep 
propro-em sequence. Such fra^en.s. denvar.ves and analogs are de^ed 
w.*.n.bescopeofU,oa.sk,lled,n.heanfrom,be,eachingsherem. 

Of palicular .n,eres. a« subs.i,u..o„s of charged am.no -as ^ 
charged amino ac,d and neutral or negarively charged ammo acds. The la ter 
, suLmpolypept,desw,threducedpos,tivecbarge.o,mprove.bech._^^^^ 
the FGFR5 polvpepudes. Tire prevent,on of agg,ega.,on .s h,gh.y des . able, 
tg^galion of p!,ypep..aes no. only results ,„ a loss of acnvr.y but can a^ 
prlLtic when prepanng pbam,aeeu.iea, fomrulanons. because .hey can b 
lunogenic. (PinCard et a,., Clin. Exp. tamunol. 2:33|.340 (I96n Robb.ns et 
30 iro-abetes 36.38.S4, ,^nn Oeland et al.. Cnt. Rev. Tberapeut,c Drug Camer 
Systems 10:307-377 (1993)). 

^ -A .cn«Uochanee the selectivity of binding to 

The replacement of amino acids can also change 
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cell surface receptors. For example, Oslade el al. (Nature 361:266-268 (1993)) 
describes certain mutations resultmg in selective binding of TNF-a to only one of the 
two known t\pes of TNF receptors. Thus, the FGFR5 receptor of the present 
invention may include one or more amino acid substitutions, deletions or additions, 
5 either from natural mutations or human manipulation. 

As indicated, changes are preferably of a minor nature, such as conservative 
amino acid substitutions that do not significantly affect the folding or activity of the 
protein (see Table 1). 

10 TABLE 1. Conservanve Amino Acid Substitutions. 



Aromatic 


Phenylalanine 




Tryptophan 




Tyrosine 


Hydrophobic 


Leucine 




Isoleucine 




Valine 


Polar 


Glutamine 




Asparagine 


Basic 


Arginme 




Lysine 




Histidine 


Acidic 


Aspartic Acid 




Glutamic Acid 


Small 


Alanine 




Serine 




Threonine 




Methionine 




Glycine 



In specific embodiments, the number of substitutions, additions or deletions in 
the ammo acid sequence of Figures lA-C (SEQ ID NO:2) and/or any of the 
polypeptide fragments described herein (e.g., the extracellular domains or 
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. urn on so 15 ™ 60. 50. 40. 35. 30. 25. 20. 15. 10. 9. 8. 7. 

inlracellular domainl is 100. 90. 80. . 3. oi- 
6,431 ,orl50-100. 100.50. 50-20. 20-10. 5.10.1-5.l-3orl-2. 

"' "Jmo acids ,n ,he FGFR5 pcK,.ep«des of .he pr«n, .nvenuon ,ha, a,= 

,3.en„al fo. funcnon can *„„fled bv .e,h„ds .no.n ,„ an, sud, as »c 

, d„ec.d .u,a.».s.s o, a,a„in=-sca„.,n. ™.agenes.s ,C„™,n,ha. and V.Us^ 

■ Sccnce i44.>08,.10S5 ,1989,,. The lauer procedure produces s,n.le alanne 

:l for .olcca, ac„v,.v sue. as recepror .nd,n. .„ Snes .a> are cnnca 
,„a„d.recep.or «„d.n. can also d.,emr,ned s..c,nral anal., sue a 
,„ „,ran,za.,on. nuclear .aperlc resonance or P--^- ^ ^ ^ " ' 
Mol B,ol 224:899-904 ,1992) and d= Vos e, al.. Scence 2«:306.3,2 (199. 

X.e po,.ep.,des of pres.. .nven.,on also 
encoded .he deposed cDNA; .he po,yp^.i.e of F.^res lA-C (SEQ ID NO.^ 
,he po,ypep.,de sequence of any of *e FGFR5 doma,ns descnhed he.,n 
,5 pcly^epnde se,ue„ce of Figures 1 A-C ,SEQ ^ N0:2, nrinus a por.,0. or a,^ o^^ 
or le of .he e.racellular — loh„..n domains, ac«ox — 
proxtaal don,a,n, .ransn,.*ane domain, and — ,ar ^"^ "^ '^^ 
ecepror shown in Figures lA-C ,SEQ m N0:2,; and polypepndes wh.c ar^^ 

. u, . 1.0C, RS% 90% or 95% identical, still more 
i.n,.ca. .ore pre - ^ J"^, ^^,^„,^ 

rii::.:d:c.:n:9rsuehp 

more preferably at least 50 amino acids. 

By a po,ypep.ide havhg a„ a™,n„ acd sequence a. leas., for exanrple 9 5/ 
.,de„.ica ■ .0 a reference anrino ac,d sequence of a FGFR5 polypephde ,s ,n,ended 
,5 ITLo acid secuence of .he po.ypep.ide is .denocal .0 .he reference sequence 
eC.ha..-^>VPep..aese,uencen,ayinc,udc„p.onv=an.,noac,da,.era.,onsp^^ 

ar,00 a^rnl acds of .he reference annno ac.d of .he F0FR5 recepror ... 
words. ,0 „h.a,n a po,y.ep..de ha.n. an 

•° ' ~ "'CJr::: - l" o.er a^ino acd. or a 

of .he .0. a™.no acd .es,dues .n .he .ef^n. 
:;„ence n,a, he ,nser.ed ,n.o *e reference sequence. These a,.era..ons of .he 
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reference sequence may occur at the amino or carboxy terminal positions of the 
reterence amino acid sequence or any^vhere between those termmal positions, 
interspersed either individually among residues in the reference sequence or in one or 
more contiguous groups within the reference sequence. 
5 As a practical matter, whether any particular polvpeptide is at least 90%, 95%, 

96%, 97%, 98% or 99% identical to, for instance, the amino acid sequence shown in 
Figures lA-C (SEQ ID NO:2), the amino acid sequence encoded by the deposited 
cDNA clone, or fragments thereof, can be determined conventionally using known 
computer programs such the MegAlign program, which is included in the suite of 

10 computer applications contained within the DNAST.AR program. When using 
MegAlign or any other sequence alignment program to determine whether a particular 
sequence is, for instance, 95% identical to a reference sequence according to the 
present invention, the parameters are set, of course, such that the percentage of 
identity is calculated over the full length of the reference amino acid sequence and 

15 that gaps in homology of up to 5% of the total number of amino acid residues in the 
reference sequence are allowed. 

In a specific embodiment, the identity between a reference (query) sequence (a 
sequence of the present invention) and a subject sequence, also referred to as a global 
sequence alignment, is determined using the FASTDB computer program based on 

20 the algorithm of Brutlag et al. (Comp. App. Biosci. 6:237-245 (1990)). Preferred 
parameters used in a FASTDB amino acid alignment are: Matrix=PAM 0, k-tuple=2, 
Mismatch Penalty=l, Joining Penalty==20, Randomization Group Length=0, Cutoff 
Score=l, Window Size=sequence length. Gap Penalty=5, Gap Size Penahy=0,05, 
Window Size=500 or the length of the subject amino acid sequence, whichever is 

25 shorter. According to this embodiment, if the subject sequence is shorter than the 
query sequence due to N- or C-terminal deletions, not because of internal deletions, a 
manual correction is made to the results to take into consideration the fact that the 
FASTDB program does not account for N- and C-terminal truncations of the subject 
sequence when calculating global percent identity. For subject sequences truncated at 

30 the N- and C-termini, relative to the query sequence, the percent identity is corrected 
by calculating the number of residues of the query sequence that are N- and C- 
terminal of the subject sequence, which are not matched/aligned with a corresponding 
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subjec, res,due. as a percen, of .he teal bases of ,h. query sequence. A determ.nauon 
of whefhe, a residue ,s marched aUgued is deremined by results of .he FASTDB 
sequence aU^men.. Th.s pereen.age ,s .hen sub.raoed from the percen. .den.i.y. 
calcula.ed b, the above FASTDB program usmg .he spec.-.ed parameters, .o amve a. 
, a final percen. idcmny score. Th,s final percen. .den.uy score .s wha. .s used lor me 
purposes of .his embod,mem. Only res.dues .o .he N- and C-.erm.ni of the subject 
sequence, which are not matched-aligned w.th the querv sequence, are considered for 
the purposes of manually adjusting the percent .denn.y score Tha. ,s. only query 
restdue positrons outside the farthest N- and C-.erm,nal res.dues of the subjec, 
,0 sequence. For example, a 90 amino acd residue subject sequence is aligned w„h a 
,00 residue query sequence to determtne percent tdenttty. The deleuon occurs a, .he 
M.,ermtnus of .he subject sequence and therefore, the FASTDB aligmnen. does no. 
show a matehtng/alignmcnt of the first .0 restdues a, the N-terminus. The 10 
unparred residues represent 10% of the sequence (number of residues at the N- and C- 
,5 .em,.ni no. matched/total number of residues in the qu«y sequence) so 10% is 
subtracted from the percent identity score calculated by the FASTDB propam. the 
remaining 90 residues were perfectly matched the final percent identity would be 
90% m another example, a 90 residue subject sequence is compared w„h a 100 
residue query sequence. This time the deletions are interna, deletions so there are no 
,0 residues at the N- or Cemmi of the subject sequence which are not matched/aligned 
■ with the query. In this case the percent identity calculated by FASTDB is no, 
manually corrected. Once again, only residue positions outstde the N- and Ctemnnal 
ends of 'the subject sequence, as displayed in the FASTDB ahgnment which are no. 
matched/alipied with the query sequence are manually co.ec.ed for. No other 
23 manualcorrectionsareraadeforthepurposesofthisembodimem. 

Polynucleotides encoding polypeptides that are 80%, 85%, 90%, 95%, 96/., 
97%. 98%, or 99% identical to an FGFR5 polypeptide descnbed herein are also 

provided. , ^ 

The polypeptides of the present invention have uses which include, but are not 

30 limited to. molecular weight markerfs) on SDS-PAGE gels or on molecular sieve gel 

filtration columns using methods well known to those of stall m the art. 
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Detection of Disease States 

Cells which express the FGFR5 polypeptides and which are believed to have a 
potent cellular response to fibroblast growth factor receptor family ligand include, for 
example, endothelial cells. mesenchvTnal cells, and tissues of the immune, ner\'ous, 
5 and endocnne systems. By "a cellular response to a fibroblast growih factor receptor 
family ligand" is intended any genotypic, phenotypic, and/or morphologic change to a 
cell, cell line, tissue, tissue culture or patient that is induced by a fibroblast growth 
factor family receptor ligand. As indicated, such cellular responses include not only 
normal physiological responses to fibroblast growth factor receptor family ligands 

10 (e.g., cellular proliferation), but also diseases associated with aberrant cell growth, 
and aberrant cell secretion, activation, survival, migration and differentiation. In 
addition. Northern blots have revealed two abundantly expressed transcripts of 4 and 
5-6 kb mRNA, in pancreas, heart, brain, liver, fetal liver, kidney, and skeletal muscle. 
Thus, it is believed that certain tissues in mammals with certain diseases or 

15 disorders (e.g. diseases or disorders associated with defects in the ability to effect or 
transduce the activities of FGFs), such as for example, diseases associated with 
increased or decreased cell survival, secretion, activation, migration, differentiation, 
and proliferation; diseases associated with the defects of wound healing, mucositis, 
defects of angiogenesis, immune dysfunction, endocrine dysfunction, and insulin 

20 secretion disorders; express significantly altered (e.g., enhanced or decreased) levels 
of the FGFR5 mRNA and polypeptide when compared to a corresponding "standard" 
mammal, i.e., a mammal of the same species not having the disease. Diseases 
associated with increased cell survival, include, for example, cancers (such as 
follicular lymphomas, carcinomas with p53 mutations, and hormone-dependent 

25 tumors including, but not limited to colon cancer, cardiac tumors, pancreatic cancer, 
melanoma, retinoblastoma, glioblastoma, lung cancer, intestinal cancer, testicular 
cancer, stomach cancer, neuroblastoma, myxoma, myoma, lymphoma, endothelioma, 
osteoblastoma, osteoclastoma, osteosarcoma, chondrosarcoma, adenoma, breast 
cancer, prostate cancer, Kaposi's sarcoma and ovarian cancer); autoimmune disorders 

30 (such as, multiple sclerosis, Sjogren's syndrome, Hashimoto's thyroiditis, biliary 
cirrhosis, Behcet's disease, Crohn's disease, polymyositis, systemic lupus 
erythematosus and immune-related glomerulonephritis and rheumatoid arthritis) and 
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,„fec„o„s ,such as hc^cs v.ruses. pox viruses and ade„ov,™s=s,, ,„nan™auo„. 
„af. V hos, d,.ase. ac.e graf, ,e,ec>,o„. and chronK eraf, r.ea.on,,. D,s=ases 
Lsoced .n. decreased «„ sn. n a,, ,„c.de. fo, e.an,p>e. .scheme ,nju^^c as 
caused bv .yocard.a, ,n.-a,c„on, s.ro.e and reperfusion ,n,«r>,. and d,sord= 
. assoca-ed wi* damage ,o vascn.an.ed nssnes ,snch as a..erosc,eros.s,. ,n pre e.^ 
e.W,.en,s. FGPR5 pCynuCeoudes. po.ypep.ides. an* a„,agon,s,s o * 
.nvenuon are used to .nh.bi. .rowrb, progression, and/or .e,as>s o. cancers, 
particular those listed above. 

AddUrona, diseases or condWons ass.ia.ed wub increased cell surviva 
„ ,„c,ude. bu. are no. ,i.i.ed .o. progression, and/or .„e,as,ases or n,.,^a„cics ar. 
Glared disorders such as ieukemia (inc.ud,„| acure hernias .e.g.. ac^ 
,^,bocy.ic ,.u.en„a, ac«e n^yelocyc leukemia (ineiudms myeiob asuc 

.,e,o»noeyUc, ™o„ocy.c, and 
eu^enrias (e.g., chronic .yeiocyic (grann,ocy«c, ,eu.e»,a and c^-- ^ "'^J^ 
,3 — ,), poiyCbcn^a ver. iyn.phon.as (e.g., Hodgi^s ^ 
„„„-Hod*,n's disease,, .ui.ip.e myeloma, WaldensWs ..rogiobutaem.. heavy 
ain dL, and soiid .umors inCudirrg, bu, no. .i»i.ed .o, sarcomas and 
ILmas such as fibrosarcoma, myxosarcoma, hposarcom. chondrosarcoma. 
™: sarcoma, chordoma, an^osarcoma, endoUreiiosareoma. 
.„ ZLosarcoma, i^phang— sarcoma, J— 
E^ng's rumor, ieiomyosarcoma, rhabdomyosarcoma, colon carcinoma, panc^a,, 
breas. cancer, ovarran cancer, pros,a.e cancer, s,uamous cell carcmom. has. 
rlinom. adenocarcmoma, s.ea. ,and earcinom. sebaceous gland c_ 
papillary carcinom. papillary adenocarcinomas, cysradenocarcnom. m^ulU^ 
„ ZZ. bronchogenic carcinoma, renal cell carcnoma, -P«; '> 

pmhrvonal carcinoma, Wilms tumor, 
carcinoma, choriocarcinoma, seminoma, embryona. 

:,ea, leer. .es.icu,ar,umor, lung carcinoma, sm.lceinu„gcarc,nom.^ a^ 

a<;trocvtoma, medulloblastoma, 

» -r™:rr:=■=^= 
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mammals with the disease or disorder when compared to sera from mammals of the 
same species not having the disease or disorder. Thus, the invention provides a 
diagnostic method useful dunng diagnosis, which involves assaying the expression 
level of the gene encoding the FGFR5 polypeptide in mammalian cells or body fluid 
and comparing the gene expression level with a standard FGFR5 gene expression 
level, whereby an increase or decrease in the gene expression level over the standard 
is indicative of the disease or disorder. 

By ^'assaying" the expression level of the gene encoding the FGFR5 
polypeptide" is intended qualitatively or quantitatively measunng or estimating the 
level of the FGFR5 polypeptide or the level of the mRjNA encoding the FGFR5 
pol>T3eptide in a first biological sample either directly (e.g., by determimng or 
estimating absolute polypeptide or mRNA level) or relatively (e.g., by companng to 
the FGFR5 polypeptide level or mRNA level in a second biological sample). 
Preferably, the FGFR5 receptor protein level or mRNA level in the first biological 
sample is measured or estimated and compared to a standard FGFR5 receptor protein 
level or mRNA level, the standard being taken from a second biological sample 
obtained from an individual not having the disease state. As will be appreciated in the 
art, once a standard FGFR5 receptor protein level or mRNA level is known, it can be 
used repeatedly as a standard for comparison. 

By "biological sample" is intended any biological sample obtained from an 
individual, cell line, tissue culture, or other source which contains FGFR5 receptor 
protein or mRNA. Biological samples include mammalian body fluids (such as 
lymph, sera, plasma, urine, synovial fluid and spinal fluid), and pancreas, heart, brain, 
liver, skeletal muscle, kidney, and fetal liver, and other tissues. Methods for 
obtaining tissue biopsies and body fluids from mammals are well known in the art. 
Where the biological sample is to include mRNA, a tissue biopsy is the preferred 
source. 

Where a diagnosis has already been made according to conventional methods, 
the present invention is useful as a prognostic indicator, whereby patients exhibiting 
altered FGFR5 gene expression will experience a worse clinical outcome relative to 
patients expressing the gene at a normal level. 
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N„cle,c acds lor d,.gnos,s may be obtamed from a brological sample of a 
sub,ec,. such as fron, blood, onne. sal.va, .,ssue biopsy or auropsy mafenal. usmg 
,eehni,ues Uo.n ,n rbe art Tbe genonr.c DNA may be used d,rec,ly for daecou or 
mav he ampUned euz^a.really by usmg PCR or Cher ampl.nca„on techniques prror 
5 ,0 analvsis. R.NA or cDN A may also be used m s.mdar fashion. Deleuons and 
inserrrons can be de.ecred by a change m s,ze of rhe amphf.ed produc, ,n companson 
,„ ,he norma, genorype. Poim muunons can be ,de„.,f,ed by hybnd.zmg amphf.ed 
DNA .0 labeled FGFR5 nucleoUde sequences. Perfec.ly marched sequences can be 
distingurshed f^om m,.ma,ched duplexes by R-Nase d,ges„„„ or by differences ,n 
,„ meum. remperarures. DNA sequence differences may also be de.ecred by alreraiions 
,„ elecrrophoreuc nrobrlny of DNA .^a^enrs ,n gels, wrrh or w.rhour dena un 
agenrs. or by diree, DNA s^uencng (see, e.g., Myers er aU Science 230: 242 
(Ls),. sequence changes a, specific locarions n,ay also be revealed by nuCeas 
proreciion assays, such as RNase and S, prorecuon or the chemical cleavage met od 
,5 see cotton et a,.. Proc. Na,,. Acad. Sc.. USA S«397-440< (19S5),. In ano^er 
embodiment, an array of oligonucieotides probes compnsmg FGFR5 polynucleotide 
sequences or fragmenis thereof, can be constmeted to conduct efBcertt screentng of 
e genetic mutations. Atray technology methods are well Icnown and have gen«al 
a^Llity and can be used to address a vanety of questions ,n molecular gene c 

.„Mr linkase and genetic variability see for example, 
20 including gene expression, genetic linkage, ana gen 

Cheeetal.,Saence274:6IO-6l3(1996«. a 
The diagnostic assays offer a process for diagnosmg or determtning a 
susceptibility to spectfic diseases through detection of mutation ,n the FGFK5 gene by 
the methods described herem or otherwise known m the art. 

ta addttion, spectfic diseases can be dia^osed by methods compnsing 
' detemnning ftom a sample denved f^m a subject an abnot^ally dec,.^^ or 
mcreased level of FGFR5 polypeptide or mRNA. Decreased or increased expr sston 
can be measured at dte RNA level using any of the methods well known in the a. 
Which tnclude. but are no, limited to. Northern blot anal^is (Ha^a « C 
30 63.303-3,2 „990„, S, nuCease mapping (Fi,tta et a,., Ce,l 49.357-367 ( 987 , 
R.Me protectton, the potymerase chain reaction ,PCR,. reverse transc^^ 
combinatton with the polymerase chatn reaction ,RT-PCR, (Maktno e, al., Techntque 
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2.295-301 (1990), reverse transcription in combination with the ligase chain reaction 
(RT-LCR) and other hybndization methods. 

Assaying FGFR5 polypeptide levels in a biological sample can be by any 
techniques known in the art, which include, but are not limited to, 
5 radioimmunoassays, competitive-binding assays, Western Blot analysis and enzyme 
linked immunosorbent assays (ELISAs) and other antibody-based techniques. For 
example, FGFR5 polvpeptide expression in tissues can be studied with classical 
immunohistological methods (Jalkanen et al., J. Cell. Biol. 101. -976-985 (1985); 
Jalkanen et al., J. Cell. Biol. 105:3087-3096 (1987)). 
10 Suitable labels are known in the art and include enzyme labels, such as, 

Glucose oxidase, and radioisotopes, such as iodine (l-^I, ^-U), carbon ('^C), sulfur 

(2^S), tritium (^H), indium 0 ^^In), and technetium (^^"^Tc), and fluorescent labels, 
such as fluorescein and rhodamine, and biotin. 



15 Antibodies 

The present invention further relates to antibodies and T-cell antigen receptors 
(TCR) which specifically bind the polypeptides of the present invention. The 
antibodies of the present invention include IgG (including IgGl, IgG2, lgG3, and 
IgG4), IgA (including IgAl and IgA2), IgD, IgE, or IgM, and IgY. As used herein, 

20 the term "antibody" (Ab) is meant to mclude whole antibodies, including single-chain 
whole antibodies, and antigen-binding fragments thereof. Most preferably the 
antibodies are human antigen binding antibody fragments of the present invention 
include, but are not limited to. Fab, Fab' and F(ab')2, Fd, single-chain Fvs (scFv), 
single-chain antibodies, disulfide-linked Fvs (sdFv) and fragments comprising either a 

25 Vl or Vh domain. The antibodies may be from any animal origin including birds and 
mammals. Preferably, the antibodies are human, murine, rabbit, goat, guinea pig, 
camel, horse, or chicken. 

Antigen-binding antibody fragments, including single-chain antibodies, may 
comprise the variable region(s) alone or in combination with the entire or partial of 

30 the following: hinge region, CHI, CH2, and CH3 domains. Also included in the 
invention are any combinations of variable region(s) and hinge region, CHI, CH2, 
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and CH3 Com.ms. The presem invention funher ,ncl„dcs ch.menc. human.zcd. and 
ta„a„ ntonoclona. and polvConal a«,bod,cs >vh,ch specfcaLv b.nd .h. 
p„Kp=p.,dcs 0,^ .h. p.es=n, .nvenuon The present .nvenuon funher rnCudes 
amlbodres wh.ch are an„.,d,o,>T>ic io .he anuhod.es of rhe present tnvennon, 
5 The antrbodtes of the present rnventron may be monospecfic. brspeetfc. 

.nspecfic or of greater „o,uspec,f,c,ty, Muhtspecftc anybodies ntay be spec, flc for 
different epttopes of a polypepttde of the present .nvent.on or may be spect.tc for bo, 
a polypepttde of the pr«e„. tnven.ton as wetl as for heterologous contposinons. such 
r:tl,ouspo,ypept,de or sohd support .atena,^ see, e..,WO«a.>.^^^ 

,0 nmm: wo wo 92,05793; Tutt. a. e, a,. ,t99„ I. httmunof .47: 0- 

US Patents W73,920, 4,474,S93, 5,60,,S,9. 4.7,4.68,. 4.925,648; Kosteiny. 
S A et a,. (,992) J. Initnunol, 148:,547.1553. 

Antrbodies of the present tn.ention may be described or specified m terms of 
the ep,tope(s, or por,to„(s, of a po.ypepttde of the present invention .h.ch are 
,5 reco^tzed or spec,r,ca„y bound by the anttbody. The epUope<s, or po,ypept,d 
polfs, may be specfied as described heretn. e... by N— and 
posttions. by size ,n cont.guous amino acid residues, or .isted m the Tables and 
Figures. Anttbodres whtch spectf,ca>,y bind any epttope or polypepdde of the pre«nt 
inventton may aiso be excluded. Therefore, the present invention Modes an..bod,« 
20 that spectflcally b.nd polypeptides of the present tnvention, and allo.s for 
exclusion of the same. r ^ 

Anttbodres of d,e presen. .nven.,o„ ma, also be de^ribed or spectfie m 
.erms of their c^-reac.,v,ty. Ant,bod.es that do no. bind any other a.».o. ortho og 
or homologofthepolypepttdcsofthe present .nvention are ir.>t.de<f.M*o.«^ 

25 do not btnd polypeptides wrth less than 95%. less than 90%. less t an - -hj 
80%, less than 75%, less than 70-/. less than 65%. less than 60%, less th. 5 /. . 
less than 50% .dentity (as calculated ustng methods ^own ,n the an and descnbe 
herein, to a polypepttde of the presen. inventton .e also tncluded ,n the presen 
n^l. KurthTr .ncluded ,n the presen, .nventron are an.,bod,es which only ,^ 
30 pol,pep.,des encoded by po.ynucle„,ides which hybndtze ,o a polynucleol.de of 
preL inventton under stnngent hybndization condittons (as descnbed he.m, 
Antibodtes of the presen. invention may also be descnbed or spectfied ,n .enns 



SUBSTITUTS SHEET (RULE 26) 



wo 00/247: 




PCT/L'S99/13620 



their binding affinity. Preferred binding affinities include those with a dissociation 
constant or Kd less than 5X10'"M, lO'^M. 5XI0^\l 10'^\l 5X10"^M, lO'lvi, 5X10" 
'M, lO'M, 5X10*"M, Ur'^'M, 5X10-'\\1 \0 ''^M SXIQ-'^M 10-''M, SXlQ-'^-^M, 10" 
''M, 5X10'''M, 10-'^M, 5X10"''M, and 10''-M. 
5 Antibodies of the present invention have uses that include, but are not limited 

to, methods known in the art to purify, detect, and target the polypeptides of the 
present invention including both in vitro and in vivo diagnostic and therapeutic 
methods. For example, the antibodies have use in immunoassays for qualitatively and 
quantitatively measuring levels of the polypeptides of the present invention in 

10 biological samples. See, e.g., Harlow et al., ANTIBODIES: A LABORATORY 
MANUAL, (Cold Spnng Harbor Laboratory Press, 2nd ed. 1988) (incorporated by 
reference in the entirety). 

The antibodies of the present invention may be used either alone or in 
combination with other compositions. ^ antibodies may further be recombinantly 

15 fused s heterologous polypeptide at the N- or C-terminus or chemically conjugated 
(including covalently and non-covalently conjugations) to polypeptides or other 
compositions. For example, antibodies of the present invention may be 
recombinantly fused or conjugated to molecules useful as labels in detection assays 
and effector molecules such as heterologous polypeptides, drugs, or toxins. See, e.g., 

20 WO 92/08495; WO 91/14438; WO 89/12624; US Patent 5,314,995; and EP 0 396 
387. 

The antibodies of the present invention may be prepared by any suitable 
method known in the art. For example, a polypeptide of the present invention or an 
antigenic fragment thereof can be administered to an animal in order to induce the 

25 production of sera containing polyclonal antibodies. Monoclonal antibodies can be 
prepared using a wide of techniques known m the art mcluding the use of hybridoma 
and recombinant technology. See, e.g., Harlow et al., ANTIBODIES: A 
LABORATORY MANUAL, (Cold Spnng Harbor Laboratory Press, 2nd ed. 1988); 
Hammerling, et al., in: MONOCLONAL ANTBODIES AND T-CELL 

30 HYBRIDOMAS 563-681 (Elsevier, N.Y., 1981) (said references incorporated by 
reference in their entireties). 

Fab and F(ab')2 fragments may be produced by proteolytic cleavage, using enzymes 
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such as papa,n „o produce Fab fragment, or peps,„ „o produce F(ab',2 fra^enrs,, 

^„er,a„velv. anybodies of .he presen, ,nvem,on can be produced through the 
appl,ca„on of r=co.b,„an, DNA rechnolos, or through s^thefc chetntstry us.ng 
methods khO.„ ,„ the an. For example, the ant.bod.es of the present ,nvcn„o„ can be 
prepared ustn. vanous phage d.splay methods .nown in the art. In phage dtsplay 
methods, functional anttbody domatns are d.splayed on the surface of a phage pantCe 
which cames polynucleotide sequences encoding thent. Phage w,th a destred b.nd.ng 
proper,, are selected frotn a repertotre or co.btnatonal am.body hbrary te.g. human 
or ntuttne, bv selecttng directly with anttgen, ty.teally ant.gen bound or captured ,o a 
solid surface or bead. Phage used t„ these methods are typtcally filamentous phage 
rncludtng fd and MU wtth Fab, Fv or dtsulfde stabtl.zed Fv annbody dom.,ns 
recombt'nantly fused to either the phage gene ,.. or gene VIII protem. Examples o 
phage dtsplay methods that can be used to mate the anttbodies of t e prese 
nyention include tho. disclosed in BHnkntan U. et al. (.9,5) — Methods 
,g.4|.50; Antes. R.S. et al. (.995, — . Me*ods 
Kcttleborough, C.A. et al. (.994, Eur. — ol. 24:952.958; PerstC L. et a . (^7, 
Gene .87 9-18; Burton. D.R. et al. (1994, Advances in Immunology 57:191- 0 
p;/OB,l,0,l34;WO90,0280,;WO9,n0737;WO9.0,047;WO9.18«.W^^ 

93/1,236 WO 95,15982; WO 95/20401; and US Patents 5,698,426, 5.223.409- 
54I3484, 5.580.7,7. 5,427,908, 5,750,753, 5.82.,(«7. 5,57.,698, 5.427.08. 
5',5.6,637, 5,780.225, 5.658,727 and 5.733.743 (satd references incorporated by 



10 



15 



20 



reference in their entireties). 

AS descnbed in the ahoye references, after phage selecuon, the anuWy 
coding regions f^m the phage can be tsoiated and used to generate whole anuhodtes^ 
25 inc Jtng human anttbodtes, or any other desired anttgen htndtng fragrnent, a^d 
expresse'd m any destred host tnclud.ng manmtalian cells. cells, pl^ ce . 
yeas, and bactena. For example. techtt,<,ues to recombtnantly produce Fab, Fah and 
F(ab',2 fragments can also be employed using methods known ,n the ar, such . those 
disclosed m WO 92,22324; Mullinax, R.L, et al. (1992, B'ojec'™.- 

• ^ . 1 noQM AIRI 34-26-34; and Better, M. et al. (1988) bcience 
30 869; and Sawai. H. et al. (1995) AJKi J^.^o JH, 

,40 1041-1043 (said references incorporated by reference in their entireties). 
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antibodies include those descnbed in U.S. Patents 4,946.778 and 5,258.498; Huston et 
al. (1991) Methods in Enzvinology 203:46-88; Shu/L. ct al. (1993) PNAS 90:7995- 
7999; and Skerra. A. et al. (1988) Science 240:1038-1040. For some uses, including 
in vivo use of antibodies in humans and in vitro detection assays, it may be preferable 
5 to use chimeric, humanized, or human antibodies. Methods for producing chimeric 
antibodies are known in the art. See e.g., Morrison, Science 229:1202 (1985); Oi et 
al.. BioTechniques 4:214 (1986); Gillies, S.D. et al. (1989) J. Immunol. Methods 
125:191-202; and US Patent 5.807,715. Antibodies can be humanized using a vanety 
of techniques including CDR-grafting (EP 0 239 400; WO 91/09967; US Patent 

10 5,530,101; and 5,585,089), veneering or resurfacing (EP 0 592 106; EP 0 519 596; 
Padlan E.A., (1991) Molecular Immunology 28(4/5):489-498; Studnicka G.M. et al. 
(1994) Protein Engineenng 7(6):805-814; Roguska M.A. et al. (1994) PNAS 91:969- 
973), and chain shuffling (US Patent 5,565,332). Human antibodies can be made by a 
variety of methods known in the art including phage display methods described 

15 above. See also, US Patents 4,444,887, 4,716,1 1 1, 5,545,806, and 5,814,318; and WO 
98/46645 (said references incorporated by reference in their entireties). 

Further included in the present invention are antibodies recombinantly fused 
or chemically conjugated (including both covalently and non-covalently conjugations) 
to a polypeptide of the present mvention. The antibodies may be specific for antigens 

20 other than polypeptides of the present invention. For example, antibodies may be 
used to target the polypeptides of the present invention to particular cell types, either 
in vitro or in vivo, by fusing or conjugating the polypeptides of the present invention 
to antibodies specific for particular cell surface receptors. Antibodies fused or 
conjugated to the polypeptides of the present invention may also be used in in vitro 

25 immunoassays and purification methods using methods known in the art. See e.g., 
Harbor et al. supra and WO 93/21232; EP 0 439 095; Naramura, M. et al. (1994) 
Immunol. Lett. 39:91-99; US Patent 5,474,981; Gilhes, S.O. et al. (1992) PNAS 
89:1428-1432; Fell, H.P. et al. (1991) J. Immunol. 146:2446-2452 (said references 
incorporated by reference in their entireties). 

30 The present invention further includes compositions comprising the 

polypeptides of the present invention fused or conjugated to antibody domains other 
than the variable regions. For example, the polypeptides of the present invention may 
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be fused or co„ju.a,ed ,0 an anhbody Fc region, or portion .hereof. The am.body 
port.on fused ,o a pol>pep.,de of ,he presem mvemron may comprise the hmge 
reo.on CHI domain. CH: domam. and CH3 domain or any combmanon of whole 
domains or porr.ons .hereof The poiypepndes of .he pre=en. mvenr.on may be fased 
. or coniu.a,ed .o .he above am.body pon.ons .o increase .he in v.vo half l.fe o, .he 
polypep.Ite or for use m rmmunoassays u.ng merhods known in ,he ar.. The 

m.,.,™ers. For example, Fc porr.ons fused .o .he pol>,ep.,des of .he presen. 
,„ven,ion can fom, d,mers .hrcgh disulfide bondmg bemeen .he Fc poraons. H.gher 
,0 mul.im.ric fonns can be made by fusing .he polypep.ides ,o ponions of IgA and IgM. 
Me,hods for fus.ng or con,oga,ing .he polypepnHes of .he presen. inveniion .o 
■.n.,body poroons are known in .he ar,. See e.,. US Pa.en.s 5,336.003, 5.622.929^ 
5 359 046, 5,349,053, 5,447,85,. 5,112,946; EP 0 307 434, EP 0 367 , 66; WO 
,«,04388 WO 91/06570; Ashkenazi, A. e. .1. (199,, PNAS 88:l0535-,0539, Zheng, 
,5 XX e, a,. (,995) ,5415590-5600; and Vi,. H. e. a,. (,992) PNAS 

89 1 ,337-1 , 34, (said references incorporated by reference in .he.r en..re..es). 

The .nvention further relates to antibodies .hat act as agonists or anlagontsu of 
.he polypep.ides of .he presen. invention. Antibodies which act as agon.sts or 
a„tagon.s.s of .he polypeptides of the presen. inve„t,on include, for exarnp.e, 
,0 a„.,bod.es wh.ch d.srup. r«ep.or,«gand in,erac.,ons wi,h .he polypepttdes o he 
' ,nven„on e..her pamally or fully. For example, .he presen. .nven«n n^u^s 
an.,bodies >ha. dismp. .he abih.y of .he pro.ems of .he invention .0 b.nds FO^ 
,igand(s). in another example, the present inven.ion inCudes a„,ibod,es wh.ch allow 
,he prorcns of U,e inven.ion to mul.imenze, bu. d.smp.s .he abi,..y of *e pro.e,ns of 
.5 U,e inven.ion .o bind one or more FGFR5 ligand(s,. In ye, another example, the 
* present .nventton .ncludes an.ibodies which allow .he pro.ems of .he invennon ,0 
b.nd FGFR5 ligand,s), bu. blocks b,olog,ca, ac..v.,y associaled wi,h .he FGFR5 

"'°"°'An.ibod.es which act as agonists or antagonists of the polypep.ides of .he 
30 presem ,nven„on also include, bo.h receptor-specfic an.ibodies and hgand-specific 
a„..bod,es. included are recep.or-spec.f,c annbod.es that do no. prevem ligand 
binding bu. preven. receptor activatton. Receptor ac.iva.ion (i.e., s.^almg) may be 
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determined by techniques descnbed herein or otherwise known in the art. Also 
included are receptor-specific antibodies which both prevent ligand binding and 
receptor activation. Likewise, included are neutralizing antibodies which bind the 
Hgand and prevent binding of the Hgand to the receptor, as well as antibodies which 

5 bind the ligand, thereby preventing receptor activation, but do not prevent the ligand 
from binding the receptor. Further included are antibodies that activate the receptor. 
These antibodies may act as agonists for either all or less than all of the biological 
activities affected by ligand-mediated receptor activation. The antibodies may be 
specified as agonists or antagonists for biological activities comprising specific 

10 activities disclosed herein. The above antibody agonists can be made using methods 
known in the art. See e.g., WO 96/40281; US Patent Number 5,81 1,097; Deng, B. et 
ah. Blood 92(6):198M988 (1998); Chen, Z. et al.. Cancer Res. 58(16):3668-3678 
(1998); Harrop, J.A. et al., J. Immunol. 161(4): 1786-1 794 (1998); Zhu, Z. et al.. 
Cancer Res. 58(15):3209-3214 (1998); Yoon, D.Y. et al., J. Immunol. 160(7):3170- 

15 3179 (1998); Prat, M. et al., J. Cell. Sci. 1 Il(Pt2):237-247 (1998); Pitard, V. et al., J. 
Immunol. Methods 205(2): 177- 190 (1997); Liaulard, J. et al., Cytokinde 9(4):233-241 
(1997); Carlson, N.G. et al., J. Biol. Chem. 272(17):1 1295-1 1301 (1997); Taryman, 
R.E. et al.. Neuron 14(4):755-762 (1995); Muller, Y.A, et al.. Structure 6(9):1153- 
1167 (1998); Bartunek, P. et al.. Cytokine 8(l):14-20 (1996)(said references 

20 incorporated by reference in their entireties). 

As discussed above, antibodies to the FGFR5 protein of the invention can, in 
turn, be utilized to generate anti-idiotype antibodies that "mimic" FGFR5 using 
techniques well known to those skilled in the art. (See, e.g., Greenspan & Bona, 
FASEB J. 7(5):437-444; (1989) and Nissinoff, J, Immunol. 147(8):2429-2438 

25 (1991)). For example, antibodies which bind to FGFR5 and competitively inhibit 
FGFR5 multimerization and/or binding to ligand can be used to generate anti- 
idiotypes that "mimic" the FGFR5 mutimerization and/or binding domain and, as a 
consequence, bind to and neutralize FGFR5 and/or its ligand. Such neutralizing anti- 
idiotypes or Fab fragments of such anti-idiotypes can be used in therapeutic regimens 

"^0 to neutralize FGFR5 ligand. For example, such anti-idiotypic antibodies can be used 
to bind FGFR5, or to bind FGFR5 ligands/receptors, and thereby block FGFR5 
biological activity. 



BNSDOCID <W0 0O247S6A 



SUBSTITUTE SHEET (RULE 26) 



PCT/X'S99/13620 

WO 00/2475 



61 



Agonists and Antagonists ofFGFRS 

,„ one embodiment, .he presen, ,nve„non ,s d.reced ,o a meted fo, 
.dennfvin. compounds ,ha. m.erac. w„h (e.g., bmd .o, F0FR5 po„pep„des 
5 onCuding' bu, no, l.mUed .0 f„l. .ength FGFR5, and .he ex.racel,ular and/o. 
inuaceLula, doma,n of FGFR5). Compounds ide„.if,ed may be useful, for example 
m modulating .he ac„v,.y of FGFR5 gene products; m e,abora„ng .he b.olo.ca 
function of FGFR5; in screens for identifying compounds that disrup. norma. FGFR5 
mteracttons-, or may ,n themselves dismpt such intentions and therefore may have 
,0 uses which tnclude, tor example, as analgestc agents, regulators of hematopotests, or 
as regulators of immune response. 

The pnncple of .he assays us«l to identify compounds that bind .0 FGFR5 
involves preparing a reaction mixture of FGFR5 and the test compound und^ 
conditions and for a time sufficien. to allow die two components ,0 i.<e«ct a»d bmd, 
,5 Uius forming a complex which can be removed and/or detected in the reacuon 
mixmre. The FGFR5 polypeptide species used can vary depending upon the goal of 
the screening assay. For example, where agonisu of *e natural ligand are sough., die 
full length FGFR5, or a soluble .nuicated FGFR5 (e.g., conuiining one or more 
extracellular and/or intracellular domains, bu. m which die transmembrane domain is 
,0 deleted ftom the molecule, a peptide co.espo„di„g to a FGFR5 extracellular domam 
or a protein cont^ning a FGFR5 extracellular domam fused to a polypeptide ha. 
affords advanuges in the assay system (e.g.. labeling, isolation of die r.ul„„g 
complex, ..e.) can be utilised. Where eompo^ids that interact with .he FGFR 
intracellular domain are sought to be identified, peptides corresponding to the FGFR5 
25 intracellular domain and fusion proteins containing a FGFR5 intracellular domam can 

''"^The compounds du, may be screwed in accordance wi.h the invention 
.elude, but are not limited .0, soluble peptides, including but 
found m random peptide libraries; (see, e.g.. Lam e. al., Na«.e 354.82-84 , 991 
30 Hou^ten. R. e, al.. Nature 354:84-86 ,1991),, cel. or tissue lysates, and b,„,og.a 
samples ,e.g,. cells, tissue, sera and lymph). Such compounds may also e found m 
random peptide expression .ibranes, and genomic or cDNA expression .ibranes. 
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combinatorial chemistry-derived molecular libranes made of D- and/or L- 
configuration ammo acids; phosphopeptides (including, but not limited to members of 
random or partially degenerate, directed phosphopeptide libranes; see, e.g., Songyang 
et al.. Cell 72:767-778 (1993)); antibodies (mcluding, but not limited to, polyclonal, 
5 monoclonal, humanized, anti-idiotypic, chimeric or smgle chain antibodies, and FAb, 
F(ab')2 and FAb expression library fragments, and epitope-binding fragments 
thereoO; and small organic or inorganic molecules. 

Numerous expenmental methods may be used to select and detect 
polypeptides that bind with FGFR5, including, but not limited to, protein affinity 

10 chromatography, affinity blotting, immunoprecipitation, cross-linking, and library 
based methods such as protein probing, phage display and the two-hybrid system. 
See generally, Phizicky et al., Microbiol. Rev. 59:94-123 (1995). Once isolated, such 
an FGFR5-binding polypeptide can be identified and can, in turn, be used, in 
conjunction with standard techniques, to identify polypeptides with which it interacts. 

15 For example, at least a portion of the amino acid sequence of a polypeptide that 
interacts with FGFR5 can be ascertained using techniques well known to those of skill 
in the art, such as via the Edman degradation technique. (See, e.g., Creighton, 1983, 
"Proteins: Structures and Molecular Principles", W.H. Freeman 8l Co., N.Y., pp.34- 
49). The amino acid sequence obtained may be used as a guide for the generation of 

20 oligonucleotide mixtures that can be used to screen for gene sequences encoding such 
polypeptides. Screening may be accomplished, for example, by standard 
hybridization or PGR techniques. Techniques for the generation of oligonucleotide 
mixtures and the screening are well-known. (See, e.g., Sambrook et al.. Molecular 
Cloning: A Laboratory Manual, 2nd Edit., (1989), Cold Spring Harbor Laboratory 

25 Press; and PCR Protocols: A Guide to Methods and Applications, 1990, Innis, M. et 
al., eds. Academic Press, Inc., New York). 

Additionally, methods may be employed which result in the simultaneous 
identification of genes which encode polypeptides interacting with FGFR5. These 
methods include, for example, probing expression libraries, in a manner similar to the 

30 well known technique of antibody probing of ^gtll libraries, using labeled FGFR5 
polypeptide, such as a FGFR5 fusion protein wherein a FGFR5 domain is fused to a 
marker (e.g., an enzyme, fluor, luminescent protein, or dye), or an Ig-Fc domain. For 
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example, .he .wo-hybnJ sys.e. ™y be .sed ,o de.ec, ,menc„o„ between GFR5 
and cand,da« pro.ems fo. wh.ch ™=s encod.n, .he cnnd,da,e po,ypep.,des a.e 
3™„ab,e bv cons,ruc.,„, .he apprcpna.e bybnds and .es„n, for repo«er gene 
.„v„v. If a„ i„.e.c„on .s defeced .,n, .he ..o-hvbnd .e.ho. de,e.,o^s e 
5 made '.n ,he DNA encod.ng .he ca„d,da.e ,n.erac.,ng po.ypep.,de or he FGFR, 
p„,vpep,ide ,0 iden,ify a ™„.nu, don,a,„ fo, ,n.erac.lo„. AUe^uvely .he ™. 
vbndUn. can be used ,o screen avaUab.e organisma, and-or „,an,.ahan su 
specifrc Larres of ac.,va„on domain hybnds .0 ,de„.,fy po.ypep..aes .ha, b,„ .0 
" K po>vpep„de. These screens resuU . ,he .n^ed,a,e ava„ah.h,y of .he Coned 
,0 ene fo any new po»pep„de ,den,i5ed. In add..,o„. smce n,ul.,ple Cones . 
::„de oveIpp.„S re.ons of pro,e,n are often .denfifed. ,he — domarn for 
imeracron may be read.ly apparen. from *e ini.ial 

Assays may also be used .ha. id««ifV compounds wh,ch b,nd .o FGFR5 g»e 
„.uia.ory sequences (e.g., prcmo.er or chancer sequences, and wh.h may — 
,5 fLs Ine express.on. See e*. Plan, L BioI. Chem. «,:2S55S.2S«2 ,,9,4,, 
which is incorporated herein by reference in is emirety. 

The sclenin, assays can be conduced ,n a vancy of ways. For example, one 
„e*od .0 cou... such an assay would .nvolve anchorms .he FGn.5 ^^^^ 
,e g fusron pro.e,n) or .he .es, subsrauce on.o a sol.d phase and de,ec.,ns FGFR 
,„ impound complexes anchored on .he solid phase a. .he end of .he rea..,on. In o 
llimen. of such a medrod, .he FGFR5 reacan. may be anchored on.o a sohd 
»d *e ,e« compound, whrch is no, anchored, may be labeled. e,.er drredy 

" "t:ic.ce, mrcron-er plafes may convemen.Iy be u..I,.ed as ,he sohd phas. 
25 The anchLd componen, may be immob,U.ed by non.ovalen, or cova, n, 
! clenu. Non-covalen, a.uc^en, may be accomplished by s.mpiy coaun. . 

surface w,.h a so,u.,on of ,he pc,ypep,ide and dryin. A„ema„ve,y, 
:lb„i.ed annbody, preferably a monoclonal anybody, spec,f,c for *e po^^ep,* 
,„ be ,mmob„.ed may be used ,o anchor ,he polypepnde ,0 ,he sohd surface. The 
^0 .nrfaces may be prepared in advance and stored. 

' n oL 1 conduc. .he assay, .he nonin,mobiI,«d componen, is added .o 

coa.ed surface con..mng .he anchored componen.. After ,he reacion >s comp,e,e. 
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unreacted components are removed (e.g., by washing) under conditions such that any 
complexes formed will remain immobilized on the solid surface. The detection of 
complexes anchored on the solid surface can be accomplished in a number of ways. 
Where the previously nonimmobilized component is pre-labeled, the detection of 
label immobilized on the surface indicates that complexes were formed. Where the 
previously nonimmobilized component is not pre-labeled, an indirect label can be 
used lo detect complexes anchored on the surface: e.g., using a labeled antibody 
specific for the previously nonimmobilized component (the antibody, in turn, may be 
directly labeled or indirectly labeled with a labeled anti-Ig antibody). 

Alternatively, a reaction can be conducted in a liquid phase, the reaction 
products separated from unreacted components, and complexes detected; e.g., using 
an immobilized antibody specific for FGFR5 polypeptide or fusion protein or the test 
compound to anchor any complexes formed in solution, and a labeled antibody 
specific for the other component of the possible complex to detect anchored 
complexes. 

Alternatively, cell-based systems can be used to identify compounds which 
may interact with FGFR5 and/or act to ameliorate symptoms or disorders associated 
with aberrant FGFR5 concentrations or compositions. Such cell systems can include, 
for example, recombinant or non-recombinant cells, such as cell lines, which express 
FGFR5, For example, pancreas, heart, bram, liver, skeletal muscle, kidney, and fetal 
liver cells, or cell lines denved from pancreas, heart, brain, liver, skeletal muscle, 
kidney, and fetal liver can be used. In addition, expression host cells (e.g., COS cells, 
CHO cells, fibroblasts) genetically engineered to express a functional FGFR5 and to 
respond to activation by an FGF liand (e.g., as measured by a chemical or phenotypic 
change, induction of another host cell gene, change in ion flux (e.g., Ca"^), hydolysis 
of polyphosphoinositides , etc.), can be used as an end point in the assay. 

In utilizing such cell systems, cells may be exposed to a test compound, at a 
sufficient concentration and for a time sufficient to elicit a response in the exposed 
cells. After exposure, the cells can be assayed to measure alterations in the 
expression of the FGFR5 gene, for example, by assaying cell lysates for FGFR5 
mRNA transcripts (e.g., by Northern analysis), or for FGFR5 protein expressed in the 



SUBSTITUTE SHEET (RULE 26) 



BNSDOCID <WO 



0O24756A1 I > 



^_ PCT-^'S99/ 13620 

WO 00/2475^^ 

65 

cell, compounds wh,ch regular or n,odula« exp.es.on of >he FGFR5 g.ne are good 
candidates as therapeutics. 

Cellular resporrses .ha, may be assayed accordrng to .h,s embod,n,en.. .nclude. 
bu, are „o, „m„=d .0 aUerauons rn .he express.on of .he F0FR5 gene. e.g.. by 
; assa>™» cell Ivsa.es for FGFR3 mR-NA .,a„scnp.s .e.g., by Norrhem aoalys.s, or for 
FGFRs'expressed ir, .he cell; compounds wh,ch regulate o, modular, express.on of 
,he FGFR5 gene are good ca„d,da.es as ,herapeu.ics. Addi.ionally, aC.vr.y of .he 
FGFR5 s,™l .ransducuon pathway Uself (e.g.. cauon flux, such as calcium flux, can 
be rou,.ndv assayed using .ectau<,ues known ,n ,he ar, (see, e.g, Catenna e, a ., 
„ Na.ure 389:816-824 (19,7,, ,he contents of which are herein — 

reference ,n ..s em.rcy,. Add.t.onal cellular ac.,v,ties as30C.at«l w.th the FGFR, 
.gnal .ransducon pathway tha. may he routinely assayed include changes ,n 
mrracellular pH levels (Tsuda e. aU FEBS Le„. ,87:4346(.9S5,, increa^ hydolysrs 
of po,yphosph„,nosit,des (Bro^ e. al.. FEBS Utt, ^«^^'-"'<>'«'>' " 
,5 phosphorylation of cellular pro.e,ns (Huang and Huang, J. B.ol. Chem., 261.9568- 
r57U.986,, Pclech e. al., Proc. Na.l. Acad. Sci. U.S.A.. S3:5,6S.5972„9S ,, 
Coughlin et al., J, Biol. Chem., 263:988-993(1988,1, and increased transcnpnon of a 
subset of cellular genes, .nclud,ng c-.yc and cfo. (K^.ier et al., Na«tre(Undon 
3p.7n-716(.984, Muller et al., Na.ure,London) 312:716-720(1984), Sntmpo and 
20 BUcRshear, Proc. Natl. Acad. Sc. U.S.A. 83:9453-9457(1986,). which are 
incorporated herein by reference. 

in another embodiment the FGFR5 s.gnal transduct.on pathway can be 
assayed. For example, after exposure, the cell lysa.es can be assayed for .he presence 
othydolysis (hydrolyt.c acttvi.y) of polyphospho.nositides, as — " '^" '^ 
25 denved from unexpose conuol cells. The ab.ltty of a test compound to .nh.b,. .he 
hvdolys,s (hydrolytic activtty) of po,yphospho,„os.,ides .n these assay systems 
ind,ca.es .ha. ,he test compound inhibtts stgnal transduction .nntated by FGFR5 

measured as an end point for FGFR5 stimulated s.gnal transd«c.,on. 
50 m another embodtment. the present invention ,s directed to a method for 

,nh,bm„g an ac.,v,.y (e.g., hydolysis of polyphosphoinos,t.des,. of FGFR5 ,nduc^ 
by a FGFR5 h.and, wb.ch involves admtmstenng to a cell which expresses a FGFR5 
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polypeptide, an effective amount of a FGFR5 receptor ligand, analog or an antagonist 
capable of decreasing FGFR5 mediated signaling. Preferably, FGFR5 receptor 
mediated signalmg is decreased to treat a disease wherein increased tissue 
proliferation is exhibited. An antagonist can include soluble forms of the FGFR5 and 

5 antibodies directed against the FGFR5 poKpeptides which block FGFR5 receptor 
mediated signaling. Preferably, FGFR5 receptor mediated signaling is decreased to 
treat a disease, or to decrease survival, secretion, proliferation, migration and/or 
differentiation of cells. 

In an additional embodiment, the present invention is directed to a method for 

10 increasing an activity (e.g., hydolysis of polyphosphoinositides), induced by a 
FGFR5 ligand (e.g., members of the FGF family), which involves administering to a 
cell which expresses a FGFR5 polypeptide an effective amount of an agonist capable 
of increasing FGFR5 receptor mediated signaling. Preferably, FGFR5 receptor 
mediated signaling is increased to treat a disease wherein decreased fibroblast cell 

15 growth is exhibited. Agonists of the present invention include monoclonal antibodies 
directed against the FGFR5 polypeptides which stimulate FGFR5 receptor mediated 
signaling. Preferably, FGFR5 receptor mediated signaling is increased to treat a 
disease, and to increase survival, secretion, proliferation, migration, and/or 
differentiation of cells. 

20 By "agonist" is intended naturally occumng and synthetic compounds capable 

of eliciting or enhancing fibroblast cell growth mediated by FGFR5 polypeptides. 
Such agonists include agents which increase expression of FGFR5 receptors or 
increase the sensitivity of the expressed receptor. By "antagonist" is intended 
naturally occurring and synthetic compounds capable of inhibiting or decreasing 

25 FGFR5 mediated fibroblast cell growth. Such antagonists include agents which 
decrease expression of FGFR5 receptors or decrease the sensitivity of the expressed 
receptor. Whether any candidate "agonist" or "antagonist" of the present invention can 
enhance or inhibit a FGFR5 mediated cellular response, such as, for example, 
hydolysis of polyphosphoinositides, and cell proliferation, survival, and 

30 differentiation can be determined using art-known ligand/receptor cellular response 
assays, and ion flux assays, including those described herein. 
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Thus .he presen. mven„on also provides a screenmg method for iden.i.MPg 
compounds capable of erdrancmg or ,uh,b,„ng a cellular response rnduced by FGFR> 
.eeeprors The method rnvolves con.actrng cells .vh.ch express FGFR5 pol>wudes 
w„h ,he candidare compound m .he presence of a FGFR5 Ugand .e.„ a member o, 
5 ,he FGF ram,ly), assaying a cellular response (e.g. hydolys.s o, 
po,yphospho,nos,.ides,, and companng .he cellular response .o a s.andard cellular 
response, .he standard be,ng assayed when contact ,s made ben^een the FOFR, 
„gand and FGFR5, an increased cellular response over .he s.andard ,nd,ca.es .ha. .he 
compound ,s an agoms. of the FGFRS-mediated sig^ahng pathway and a decreased 
,0 cellular response over the standard indicates that the compound ,s an an.agon.st of .he 
FGFR5.med,a.ed signaling pathway. By "assa^ng a cellular response" ,s .mended 
,ual,.a.,vely or ,uant,tatively measunng a cellular response to a candidate compoun 
and/or a FGFR5 (e.g., hydolysis of polyphosphoinositides). By the invenuon, a cell 
expressing a FGFR5 polypeptide ean be contacted with either an e„dog«,ous or 
15 cxogenously administered FGFR5 ligand. 

One such screenmg technique involves titc use of cells which express the 
receptor (for example, transfec.ed kidney-denved HEK293 cells, in a system which 
_ tyrosine phosphorylation changes caused by receptor activation, for 
example, as descnbed Catenna e. al.. Nature, 389.8,6.824 ,,9,7). For example 
20 compounds may be contacted w,th a cell which expresses the FGFR5 polypeptide of 
U,e presen. invenUon and tyrosine phosphorylation may be measure to detennine 
whether the potential compound activates (i.e., leads to elevated hydolys.s activity of 
polyphosphoinositides) or inhibits the receptor. . . , 

Another method involves screenmg for compounds which inhibit activation of 
25 the r^eptor polypepttde of the present tnvenuon (i.e., antagonists) by determining 
inhibition of binding of labeled ligand to cells which have the receptor on the sur^ce 
,he„of. Such a method involves transfecttng a eukaryottc cell with DNA encodmg 
.he FGFR5 polypeptide such that the cell express -he receptor on its surface an 
contactmg the cell with a compound in the presence of a labeled fonat of a FGFR5 
30 hgand (e g., a member of the FGF family). The ligand can be labeled, e^g., by 
„dioac„vi.y. The amount of labeled ligand bound to the receptors is measured e.g 
bv measunn. radioactivity of the F0FR5 polypeptide. If Uie compound binds to 
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receptor as determined by a reduction of labeled ligand which binds to the receptors, 
the binding of labeled ligand to the FGFR5 pol>peptide is inhibited. 

Soluble forms of the polypeptides of the present invention may be utilized in 
the ligand binding assay described above. These forms of the FGFR5 receptor are 
5 contacted with ligands in the extracellular medium after they are secreted. A 
determination is then made as to whether the secreted protein will bind to FGFR5 
receptor ligands. 

Agonists according to the present invention include compounds such as, for 
example, fibroblast growth factor receptor ligand peptide fragments. Preferred 

10 agonists include FGFR5 polypeptide fragments of the invention and'or polyclonal and 
monoclonal antibodies raised against a FGFR5 polypeptide, or a fragment thereof 

FGFR5 polypeptides and polynucleotides and compounds identified as 
FGFR5 agonists or antagonists using assays described herein or otherwise known in 
the art, have uses which include, but are not limited to, treating diseases, regulating 

15 hematopoiesis, regulating immune responses, regulating cell survival, activation, 
secretion, migration and differentiation, regulating mucositis, regulating angiogenesis, 
regulating endocrine function, regulating insulin secretion, and in furthering our 
imderstanding of the effects of fibroblast growth factors and their receptors on the 
differentiation and proliferation of any number of tissues mentioned previously. 



Gene Therapy Methods 

Another aspect of the present invention is to gene therapy methods for treating 
disorders, diseases and conditions. The gene therapy methods relate to the 
introduction of nucleic acid (DNA, RNA and antisense DNA or RNA) sequences into 

25 an animal to achieve expression of the FGFR5 polypeptide of the present invention. 
This method requires a polynucleotide which codes for a FGFR5 polypeptide 
operatively linked to a promoter and any other genetic elements necessary for the 
expression of the polypeptide by the target tissue. Such gene therapy and delivery 
techniques are known in the art, see, for example, WO90/11092, which is herein 

30 incorporated by reference. 

Thus, for example, cells from a patient may be engineered with a 
polynucleotide (DNA or RNA) comprising a promoter operably linked to a FGFR5 



20 
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poK.ucieoude ex v,vo. w.th the engmeered cells then be.ng provided to a patient to 
be treated wuh the poKW.de. Such methods are well-known m the art. For 

1 I Matl r^nrer Inst 85- 207-216 (1993); 
example, see Belldegrun. A., et al. J. Natl. Cancer inst. 

Ferrantmu M. et al.. Cancer Research 53: 1107-1112 (1993). Fenantmt. M. et al, J. 
Immunology 153: 4604-4615 (1994); Ka.do. T.. et al.. Int. J. Cancer 60: 221-229 
a995)- 0.ura, H.. et al.. Cancer Research 50: 5102-5106 (1990); Santodonato, L.. et 
al Human Gene Therapy 7:1-10 (1996); Santodonato. L., et al.. Gene Therapy 
4 P46-1255 (1997); and Zhang. J.-F. et al.. Cancer Gene Therapy 3: 31-38 (1996)). 
whtch are herem incorporated by reference. In one embodiment, the cells which are 
0 engineered are anerial cells. The anerial cells may be reintroduced into the patient 
through direct injection to the artery, the tissues surroundmg the artery, or through 
catheter injection. 

AS discussed in more deuil below, the FGFR5 polynucleotide consmcts can 
be delwered by any method .ha. delivers mjecable n,a.erials .0 .he cells of an ammal, 
15 such as. mjecon m.o ,he m,ers.,.ial space of .issues (hear., muscle, skin, lung, hver, 
and .he hkc). The FGFR5 polynucleo.ide consmics may be del.vered .n a 
pharmaceurically accep.able liquid or aqueous carrier. 

,„ one embodimem. .he F0FR5 polynucleo.,de .s delivered as a naked 
po,ynucleo.>de. Ue ,enn "naked" pol^uclco.ide, DNA or R^A refers .o sequences 
,0 .ha. are free from any delivery vehicle .ha. ac.s .0 ass,s., promo.e or facWa.e en.ry 
m.o .he cell, including v,ral sequences, vrral parucles, liposome formulauons, 
hpofecn or precipiuting agenU and Ure like. However, ,he FGFR5 polynucleoudes 
can also be delivered in liposome formulations and lipofecin fonnula.,o„s and .he 
like can be prepared by me*ods well known .o .hose skilled in ,he ar.. Such medrods 
,5 are described, for example, in U.S. Pa.en. Nos. 5,593,972, 5,589,466, and 5,5S0,859, 
which are herein incorporaied by reference. 

The FGFR5 polynucleonde veCor consmics used m .he gene .herapy me,hod 
are preferablv cons.ruc.s .ha. will no. in.egra.e in.o .he hos. genome nor w,ll *=y 
con.a,n sequences .ha. allow for replica.,on. Appropriare vecors include pWLKEO. 
30 PSV2CAT. POQ44, pXTl and pSG available from SfraUgene; pSVK3, pBPV, pMSG 
and pSVL ava,lable from Phamaca; and pEFl/V5, pcDNA3.1. and pRc/CMV2 
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available from Inviirogen. Other suitable vectors will be readily apparent to the 
skilled artisan. 

Any strong promoter known to those skilled in the art can be used for driving 
the expression of FGFR5 DNA. Suitable promoters include adenoviral promoters, 
such as the adenoviral major late promoter; or heterologous promoters, such as the 
cytomegalovirus (CMV) promoter; the respiratory syncytial virus (RSV) promoter; 
inducible promoters, such as the MMT promoter, the metallothionein promoter; heat 
shock promoters; the albumin promoter; the ApoAI promoter; human globin 
promoters; viral thymidine kinase promoters, such as the Herpes Simplex thymidine 
kinase promoter; retroviral LTRs; the b-actin promoter; and human growth hormone 
promoters. The promoter also may be the native promoter for FGFR5. 

Unlike other gene therapy techniques, one major advantage of mtroducing 
naked nucleic acid sequences mto target cells is the transitory nature of the 
polynucleotide synthesis m the cells. Studies have shown that non-rep Heating DNA 
sequences can be introduced into cells to provide production of the desired 
polypeptide for periods of up to six months. 

The FGFR5 polynucleotide construct can be delivered to the interstitial space 
of tissues within the an animaU including of muscle, skin, brain, lung, liver, spleen, 
bone marrow, thymus, heart, lymph, blood, bone, cartilage, pancreas, kidney, gall 
bladder, stomach, intestine, testis, ovary, uterus, rectum, nervous system, eye, gland, 
and connective tissue. Interstitial space of the tissues comprises the intercellular, 
fluid, mucopolysaccharide matrix among the reticular fibers of organ tissues, elastic 
fibers in the walls of vessels or chambers, collagen fibers of fibrous tissues, or that 
same matrix within connective tissue ensheathing muscle cells or in the lacunae of 
bone. It is similarly the space occupied by the plasma of the circulation and the lymph 
fluid of the lymphatic channels. Delivery to the interstitial space of muscle tissue is 
preferred for the reasons discussed below. They may be conveniently delivered by 
injection into the tissues comprising these cells. They are preferably delivered to and 
expressed in persistent, non-dividing cells which are differentiated, although delivery 
and expression may be achieved in non-differentiated or less completely 
differentiated cells, such as, for example, stem cells of blood or skin fibroblasts. In 
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vivo muscle cells are pan.cularly competent tn thetr ab.lity to take up and express 
polvTiucleotides. 

For >he naked acd sequence mjeeuon, an effecve dosage amoun, DNA or 
RN, be ,n the range of from abou, 0.05 m^Vg body » e,gh. .o abou, 50 ms^lcg 
5 body weigh. Preferably the dosage w.ll be Iron, abou. 0.005 m,Vg .o abouc 20 
mg,t:g and more preferably from abou. 0.05 m^kg .o abou, 5 nr.-kg. Of course, as 
the arrisan of ordinary skill will apprec,a,e. ,his dosage w,ll vary according ,o ,he 
„ssue si,e of injection. The appropriate and effective dosage of nucle.c acd sequence 
can readily be determtned by those of ordinary skill in the art and may depend on the 
10 condition betng treated and tl,e route of administration. 

The preferred ™u,e of admimstration is by the parenteral route of injection 
into the in.ers.iual space of tissues. However, otiter parenteral routes may also be 
used such as, ,nhaU,ion of an aerosol fonnulaiion particularly for delivery to lungs or 
bronchial .issues, throat or mucous membranes of the nose, h addition, nak«i 
,5 FGFR5 DNA consmicts can be delivered to aneries during angioplasty by the 
catheter used in the procedure. 

The naked polynucleotides are delivered by any method known m the aft 
i„c,udi„g. but not limited .0, direct needle injecuon a, .he delivery site, intravenous 
injectton, topical administration, catheter ,n.^s,on, and so-called "gene . These 

20 delivery methods are known in the art. 

AS IS evidenced in the Examples, naked F0FR5 nucle.c acid sequences can be 
admtniste^d in vivo remits in the success^ expression of FGFR5 polypeptide m die 

femoral arteries of rabbits. . 
The constntcu may also be dehvered with delivery vehicles such as viral 
25 sequences, vir^ pariicles, liposome formulations, lipofecttn. precipitattng agents, etc. 
Such methods of delivery are known in the art. 

m cer^in embodimems, the FGFR5 polynucleotide constructs are complexed 
i„ a liposome preparation. Uposomal preparations for use in the instant invention 
include cationic (positively charged,, anionic (negattvely charged) and neutra 
30 prep»ions. However, catiomc liposomes are particularly preferred because a ttght 
bige complex can be formed between the caUonic liposome and the polyantonic 
„ucle.c acid. Catiomc liposomes have been shown to mediate intracellular delivery of 
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plasmid DNA (Feigner et al., Proc. Natl. Acad. Sci. USA ( I9S7) 84:7413-7416, which 
IS herein incorporated by reference); mRNA (Maione et al., Proc. Natl. Acad. Sci. 
USA (1989) 86:6077-6081, which is herein incorporated by reference); and purified 
transcnption factors (Debs et ah, J. Biol. Chem. (1990) 265:10189-10192. which is 
5 herein incorporated by reference), m functional form. 

Cationic liposomes are readily available. For example, 
N[ 1 -2,3-dioleyloxy)propyl]-N,N,N-tnethylammonium (DOTMA) liposomes are 
panicuiarly useful and are available under the trademark Lipofectin. from GIBCO 
BRL, Grand Island, N.Y. (See, also. Feigner et al., Proc. Natl Acad. Sci. USA (1987) 
10 84:7413-7416, which is herein incorporated by reference). Other commercially 
available liposomes include transfectace (DDAB/DOPE) and DOTAP/T)OPE 
(Boehringer), 

Other cationic liposomes can be prepared from readily available materials 
using techniques well known in the art. See, e.g. PCT Publication No. WO 90/11 092 

15 (which is herein incorporated by reference) for a description of the synthesis of 
DOTAP (l,2-bis(oleoyloxy)-3-(trimethylammonio)propane) liposomes. Preparation 
of DOTMA liposomes is explained in the literature, see, e.g., P. Feigner et al., Proc. 
Natl. Acad. Sci. USA 84:7413-7417, which is herein incorporated by reference. 
Similar methods can be used to prepare liposomes from other cationic lipid matenals. 

20 Similarly, anionic and neutral liposomes are readily available, such as from 

Avanti Polar Lipids (Birmingham, Ala,), or can be easily prepared using readily 
available materials. Such materials include phosphatidyl, choline, cholesterol, 
phosphatidyl ethanolamine, dioleoylphosphatidyl choline (DOPC), 
dioleoylphosphatidyl glycerol (DOPG), dioleoylphoshatidyl ethanolamine (DOPE), 

25 among others. These materials can also be mixed with the DOTMA and DOTAP 
starting materials in appropriate ratios. Methods for making liposomes using these 
materials are well known in the art. 

For example, commercially dioleoylphosphatidyl choline (DOPC), 
dioleoylphosphatidyl glycerol (DOPG), and dioleoylphosphatidyl ethanolamine 

30 (DOPE) can be used in various combinations to make conventional liposomes, with or 
without the addition of cholesterol. Thus, for example, DOPG/DOPC vesicles can be 
prepared by drying 50 mg each of DOPG and DOPC under a stream of nitrogen gas 
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,nto a sonicat,on v,al. The sample >s placed under a vacuum pump ovem.ght and .s 
hvdrated the foUowmg day wuh de.on.zed water. The sample is thert sor..cated for 2 
hours .n a capped vial, usmg a Heat Systems model 350 son,cator equ.pped wUh an 
.nvcrted cup (bath type) probe at the maxtmum settmg wh.le the bath ,s circulated at 
5 15EC Altematwelv. negat.vely charged vestcles can be prepared wuhout son.cat.on 
to produce multUamellar vesicles or by extruston through nucleopore membranes to 
produce unUamellar vesicles of discrete s,ze. Other methods are Icnown and available 

to those of skill in the art. 

The liposomes can comprise muWlameUar ves,cles (MLVs), small umlamel.ar 
,0 ves,c,es (SWs), or large umlamella, vesicles (LUVs,, w„h SUVs be,„g prefe.ed. 
The vanous Up„some-„ucle,c acid complexes are pr^ared usmg meftods well known 
in ,he ar, See, e Straubinger et al.. Methods of Immunology (1983), l01;M2-527. 
which is herem mcorporated by reference. For example. MLVs containing nuclerc 
acd can be prepared by deposmng a *i« film of phospholipid on .he walls of a glass 
,5 u.be and subsequently hydra.ing with a solutton of the material to be encapsulated. 
SUVs are prepared by extended sonication of MLVs to produce a homogeneous 
populatton of umlamellar liposomes. The material to be entrapped is added to a 
suspension of preformed MLVs and then sonicated. When using Uposomes contatmng 
cationic lipids, the dried lip.d film is resuspended in an appropriate solution such as 
20 sterile water or an isotonic buffer solutton such as ,0 mM Tns/NaCl, somcated. an 
then the preformed lipo^mes are mrxed d.rectly w„h the DNA. The liposome and 
DNA form a very stable complex due to b.nding of the posh.vely charged hposomes 
,0 the cationic DNA. SUVs find use with small nucletc ac,d fragments. LUVs 
prepared by a number of methods, well known m the an. Commonly used methods 
25 include Ca^-EDTA chelation (Papahadjopoulos et al.. B,och.m. B.ophys. Acta 
,1975) 394 483; Wilson et al. Cell (1979) 17:77); ether in,ect,on (Deamer. D. and 
Bangham, A.. Biochrm. Biophys. Acta (1976) 443:629; Os.ro et al Btochen. 
Btophys. Res. Commun. (1977) 76:836; Fraley et Proc. NatL A'^^Sc'. "SA 
(1979) 76 3348); detergent dialysis (Enoch, H. a»l Stnttmatter. P., Proc. Natl. Acad. 
30 Sc. USA (.979) 76:145); and reverse-phase evaporation (REV) (Fraley et al., 1 Btol. 
Chem ,1980) 255:10431; Szoka, F. and Papahadjopoulos, D.. Proc. Natl. Acad. Sc. 
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USA (1978) 75:145; Schaefer-Ridder ei al.. Science (1982) 215:166), which are 
herein incorporated by reference. 

Generally, the ratio of DNA to liposomes will be from about 10:1 to about 
1 : 1 0. Preferably, the ration will be from about 5: 1 to about 1 ;5. More preferably, the 
5 ration will be about 3:1 to about 1:3. Still more preferably, the ratio will be about 1:1. 

U.S. Patent No. 5,676,954 (which is herein incorporated by reference) reports 
on the injection of genetic matenal, complexed with cationic liposomes earners, into 
mice. U.S. Patent Nos. 4,897,355, 4,946,787, 5,049,386, 5,459,127, 5,589,466, 
5,693,622, 5,580,859, 5,703,055, and international publication no. WO 94/9469 

10 (which are herein incorporated by reference) provide cationic lipids for use in 
transfectmg DNA into cells and mammals. U.S. Patent Nos. 5,589,466, 5,693,622, 
5,580,859, 5,703,055, and international publication no. WO 94/9469 (which are 
herein incorporated by reference) provide methods for delivering DNA-cationic lipid 
complexes to mammals. 

15 In certain embodiments, cells are be engineered, ex vivo or in vivo, using a 

retroviral particle containing RNA which comprises a sequence encodmg FGFR5. 
Retroviruses from which the retroviral plasmid vectors may be derived include, but 
are not limited to, Moloney Munne Leukemia Virus, spleen necrosis virus, Rous 
sarcoma Virus, Harvey Sarcoma Virus, avian leukosis virus, gibbon ape leukemia 

20 virus, human immunodeficiency virus. Myeloproliferative Sarcoma Virus, and 
mammary tumor virus. 

The retroviral plasmid vector is employed to transduce packaging cell lines to 
form producer cell lines. Examples of packaging cells which may be transfected 
include, but are not limited to, the PE501, PA317, R-2, R-AM, PA12, T19-14X, VT- 

25 19-1 7-H2, RCRE, RCRIP, GP+E-86, GP+envAml2, and DAN cell lines as described 
in Miller, Human Gene Therapy 1:5-14 (1990), which is incorporated herein by 
reference in its entirety. The vector may transduce the packaging cells through any 
means known in the art. Such means include, but are not limited to, electroporation, 
the use of liposomes, and CaP04 precipitation. In one alternative, the retroviral 

30 plasmid vector may be encapsulated into a liposome, or coupled to a lipid, and then 
administered to a host. 
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The producer cell line generates infectious retroviral vector particles which 
.nclude polvnucleotide encoding FGFR5. Such retroviral vector particles then may be 
employed, to transduce eukaryotic cells, either in v.tro or in vivo. The transduced 
eukarvotic cells will express FGFR5. 
S ' m certain other embodiments, cells are engineered, ex vivo or ,n vivo, with 

FGFR5 polynucleotide contained m an adenovirus vector. .Adenovirus can be 
manipulated such that it encodes and expresses FGFR5. and at the same time .s 
inactivated m terms of Us ability to replicate m a nonnal lytic viral life cycle. 
Adenovirtis expression is achieved without integration of the viral DNA into the host 
10 cell chromosome, thereby alleviating concents about insert.onal mutagenesis. 
Furthennore. adenovimses have been used as live entenc vaccines for many years 
with an excellent safety profile (Schwartz, A. R. et al. (1974) Axn. Rev. Respi. 
Dis 109-^33-238). Finally, adenovirtis mediated gene transfer has been demonstrated 
in a number of instances including transfer of alpha-l-antttrypsm and CFTR to the 
15 lungs of cotton rats (Rosenfeld, M. A. et al. (1991) Science 252:431-434; Rosenfeld et 
ai (1992) Cell 68:143-155). Furthennore, extensive studies to attempt to establish 
adenovirtis as a causative agent m human cancer were unifonnly negative (Green, M. 
« al (1979) Proc. Natl. Acad. Sci. USA 76:6606). 

Suitable adenoviral vectors usefal tn the present mvenlton are described, for 
:0 exantple. ,„ Kozarsky and Wilson, Curr. Op.n. Genet. Devel. 3:499-503 ,1993): 
Rosenfeld etal.. Cell 68:143-155 (1992); Engelhardt etal.. Human Genet. Titer. 
4 759-769 (1993); Yang e, al.. Nature Genet. 7:362-369 (1994); Wilson e. al.. Natute 
365-691-692 (1993); and U.S. Patent No. 5.652,224. which are herein incorporated 
by reference. For example, the adenovtrus vector Ad2 ts useful and can be grown m 
,3 human 293 cells. These cells contain the El regton of adenovirus and const.tunvely 
express Ela and Elb, which complement the defecttve adenovimses by provtdtng the 
products of the genes deleted ftom the vector. In addition to Ad2, other variettes of 
adenovtrus (e.g , Ad3, .^d5. and Ad7) are also useful in the present inventton. 

Preferably the adenovimses used in the present invention are rephcatton 
30 deftcent. RepUcatton deficent adenovtmses re,utre the aid of a helper vims a^d/or 
packagtng cell line to fonn tnfecttous panicles. The resulting vims is capable of 
infecting cells and can express a polyrtucleotide of .merest which is operably hnked to 
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a promoien for example, the HARP promoter of the present invention, but cannot 
repHcate in most cells. Replication deficient adenoviruses may be deleted in one or 
more of all or a portion of the following genes: Ela, Elb, E3, E4, E2a, or LI through 
L5. 

5 In certain other embodiments, the cells are engineered, ex vivo or in vivo, 

using an adeno-associated virus (AAV). AAVs are naturally occurring defective 
viruses that require helper viruses to produce infectious particles (Muzyczka, N., 
Curr. Topics in Microbiol. Immunol. 158:97 (1992)). It is also one of the few viruses 
that may integrate its DNA into non-dividing cells. Vectors containing as little as 300 

10 base pairs of AAV can be packaged and can integrate, but space for exogenous DNA 
is limited to about 4.5 kb. Methods for producing and using such AAVs are known in 
the art. See, for example, U.S. Patent Nos. 5,139,941, 5,173,414, 5,354,678, 
5,436,146, 5,474,935, 5,478,745, and 5,589,377. 

For example, an appropriate AAV vector for use in the present invention will 

15 include all the sequences necessary for DNA replication, encapsidation, and host-cell 
integration. The FGFR5 polynucleotide construct is inserted into the AAV vector 
using standard cloning methods, such as those found in Sambrook et al.. Molecular 
Cloning: A Laboratory Manual, Cold Spring Harbor Press (1989). The recombinant 
AAV vector is then transfected into packaging cells which are infected with a helper 

20 virus, using any standard technique, including lipofection, electroporation, calcium 
phosphate precipitation, etc. Appropnate helper viruses include adenoviruses, 
cytomegaloviruses, vaccinia viruses, or herpes viruses. Once the packaging cells are 
transfected and infected, they will produce infectious AAV viral particles which 
contain the FGFR5 polynucleotide construct. These viral particles are then used to 

25 transduce eukaryotic cells, either ex vivo or in vivo. The transduced cells will contain 
the FGFR5 polynucleotide construct integrated into its genome, and will express 
FGFR5. 

Another method of gene therapy involves operably associating heterologous 
control regions and endogenous polynucleotide sequences (e.g. encoding FGFR5) via 
30 homologous recombination (see, e.g., U.S. Patent No. 5,641,670, issued June 24, 
1997; International Publication No. WO 96/29411, published September 26, 1996; 
International Publication No. WO 94/12650, published August 4, 1994; Koller et al., 
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Proc. Natl. Acad. Sci. USA 86:8932-8935 (1989i; and Zijlstra et al.. Nature 
342;435-438 (1989 ). This method involves the activation of a gene which is present in 
the target cells, but which is not normally expressed in the cells, or is expressed at a 

lower level than desired. 
5 Polynucleotide constructs are made, using standard techniques known in the 

art. which contain the promoter with targeting sequences flankmg the promoter. 
Suitable promoters are described herein. The targeting sequence is sufficiently 
complementary to an endogenous sequence to permit homologous recombination of 
the promoter-targeting sequence with the endogenous sequence. The targeting 
10 sequence will be sufficiently near the 5' end of the FGFR5 desired endogenous 
polynucleotide sequence so the promoter will be operably linked to the endogenous 
sequence upon homologous recombination. 

The promoter and the targeting sequences can be amplified using PGR. 
Preferably, the amplified promoter contains distinct restriction enzyme sites on the 5' 
15 and 3' ends. Preferably, the 3' end of the first targeting sequence contains the same 
restriction enzyme site as the 5' end of the amplified promoter and the 5' end of the 
second targeting sequence contains the same restriction site as the 3' end of the 
amplified promoter. The amplified promoter and targeting sequences are digested 
and ligated together. 

20 The promoter-targeting sequence construct is delivered to the cells, either as 

naked polynucleotide, or in conjunction with transfection-facilitating agents, such as 
liposomes, viral sequences, viral particles, whole viruses, lipofection, precipitating 
agents, etc., described in more detail above. The P promoter-targeting sequence can 
be delivered by any method, included direct needle injection, intravenous injection, 
25 topical administration, catheter infusion, particle accelerators, etc. The methods are 
described in more detail below. 

The promoter-targeting sequence construct is taken up by cells. Homologous 
recombination between the construct and the endogenous sequence takes place, such 
that an endogenous FGFR5 sequence is placed under the control of the promoter. The 
30 promoter then dnves the expression of the endogenous FGFR5 sequence. 

The polynucleotides encoding FGFR5 may be administered along with other 
polynucleotides encoding other angiongemc proteins. Angiogenic proteins include. 
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but are not limited to, acidic and basic fibroblast growth factors, VEGF-1, epidermal 
growth factor alpha and beta, platelet-denved endothelial cell growth factor, platelet- 
denved growth factor, tumor necrosis factor alpha, hepatocyte growth factor, insulin 
like growth factor, colony stimulating factor, macrophage colony stimulating factor, 
5 granuloc>te/macrophage colony stimulating factor, and nitric oxide synthase. 

Preferably, the polynucleotide encoding FGFR5 contains a secretory signal 
sequence that facilitates secretion of the protem. Typically, the signal sequence is 
positioned in the coding region of the polynucleotide to be expressed towards or at the 
5' end of the coding region. The signal sequence may be homologous or heterologous 

10 to the polynucleotide of interest and may be homologous or heterologous to the cells 
to be transfected. Additionally, the signal sequence may be chemically synthesized 
using methods known in the art. 

Any mode of administration of any of the above-described polvnucleotides 
constructs can be used so long as the mode results in the expression of one or more 

15 molecules in an amount sufficient to provide a therapeutic effect. This includes direct 
needle injection, systemic injection, catheter infusion, biolistic injectors, particle 
accelerators (i.e., "gene guns"), gelfoam sponge depots, other commercially available 
depot materials, osmotic pumps (e.g., Alza minipumps), oral or suppositorial solid 
(tablet or pill) pharmaceutical formulations, and decanting or topical applications 

20 during surgery. For example, direct injection of naked calcium 
phosphate-precipitated plasmid into rat liver and rat spleen or a protein-coated 
plasmid into the portal vein has resulted in gene expression of the foreign gene in the 
rat livers (Kaneda et al., Science 243:375 (1989)). 

A preferred method of local administration is by direct injection. Preferably, a 

25 recombinant molecule of the present invention complexed with a delivery vehicle is 
administered by direct injection into or locally within the area of arteries. 
Administration of a composition locally within the area of arteries refers to injecting 
the composition centimeters and preferably, millimeters within arteries. 

Another method of local administration is to contact a polynucleotide 

30 construct of the present invention in or around a surgical wound. For example, a 
patient can undergo surgery and the polynucleotide construct can be coated on the 
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surface of tissue ms.de the wound or the constnict can be mjected mto areas of tissue 
inside the wound. 

Therapeut.c composu.ons useful m systemic administration, include 
recombinant molecules of the present invention complexed to a targeted delivery 
5 vehicle of the present invention. Suitable delivery vehicles for use wuh systemic 
admmistration compnse liposomes comprising ligands for targeting the vehicle to a 
particular site. 

Prefened methods of systemic administration, include intravenous injection, 
aerosol oral and percutaneous (topical) delivery. Intravenous injections can be 
10 performed usmg methods standard in the art. Aerosol delivery can also be performed 
usin.. methods standard m the art (see. for example. Stnblmg et al., Proc. Natl. Acad. 
Sc. USA 189 11277-11281. 1992, which is incorporated herein by reference). Oral 
delivery can be performed by complexmg a polynucleotide construct of the present 
invention to a cainer capable of withstanding degradation by digestive enzymes m the 
15 gut of an animal. Examples of such earners, include plastic capsules or tablets, such 
as those known in the art. Topical delivery can be performed by m,xmg a 
polynucleotide construct of the present invention with a lipophilic reagent (e.g., 
DMSO) that is capable of passing into the skin. 

De,em,mrag an rffective amoun, of substance to be debvered can depend 
,0 upon a number of factors indudrng, for exantple, .he chem.c.l strucure and 
biological activity of the substance, the age and weight of the antmal. the precise 
condition requiring treatment and tts severity, and the route of admmistra.ton. The 
frequency of treatments depends upon a number of factors, such as the amount o 
polynucleotide constntcts administered per dose, as well as the health and history of 
25 .he subject. The precise amount, number of doses, and ttming of doses wtll be 
determined bv the attending physician or veterinarian. 

Therapeutic compositions of the present invention can be administered to any ammal, 
preferably to mammals and birds. Preferred mammals include humans, dogs, cats, 
mice, rals, rabbits sheep, cattle, horses and pigs, with humans being particularly 

30 preferred. 
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Prophylactic and Therapeutic Methods 

It is to be understood that although the following discussion is specifically 
directed to human patients, the teachings are also applicable to any animal that 
expresses FGFR5. 

As noted above, FGFR5 is structurally related to members of the fibroblast 
growth factor receptor family and is most highly homologous to FGFR4, which has 
been shown to be involved in the binding of fibroblast growth factors, and mediate the 
effects of these FGFs in a tissue specific manner. Thus, it is likely that FGFR5 is 
active in modulating growth regulatory activities (e.g., cell survival, secretion, 
differentiation and/or ceil proliferation) and cellular profileration. Further, FGFR5, 
like FGFR4, is likely lo be involved m the development of skeletal muscle and 
endodermal cells. Additionally, the expression profile of FGFR5 suggests that it 
plays a role in a broader variety of cell types than observed for FGFR4. Particularly, 
FGFR5 is expressed in cardiac tissue in addition to skeletal muscle cells, cells of the 
pancreas, cells and tissue of the immune system, and cells and tissue of the renal 
system. Thus FGFR5 plays a role in regulating the binding of fibroblast growth 
factors in a tissue specific manner, and this binding is likely to result in activation, 
survival, proliferation, migration, and differentiation, as well as the regulation of the 
growth of the previously mentioned cells, as well as cells fi-om other tissues. Thus 
FGFR5 is likely to play a role in influencing various diseases or medical conditions, 
including, but not limited to, mucositis; wound healing, angiogenesis, immune 
function, endocrine function, and insulin secretion. Additionally, FGFR5 appears to 
be expressed in other cell populations (e.g., brain cells and kidney cells) and thus 
FGFR5 likely plays a role in the regulation and/or proliferation of these cells, thereby 
regulating their survival, differentiation, and morphology. Accordingly, it is likely 
that FGFR5 plays a role in other physiological or disease conditions, including, 
cancer, angiogenesis, wound healing, fibrosis, and tissue regeneration. 

Any method which neutralizes or enhances FGFR5 mediated signaling can be 
used to modulate growth regulatory activities (e.g., cell proliferation), and other 
activities mediated by FGFR5 signaling, such as, for example, tissue vascularization, 
cellular proliferation, host defense, inflammation, immune surveillance, arthritis, 
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mucosms, immune dysfunction, cancer, ang.ogenesis. wound healmg. organ rejection. 

fibrosis, and tissue regeneration. 

FGFR5 polynucleotides or polypeptides (including FGFR5 fragments, 
vanants, denvat.ves. and analogs, and FGFR5 agonists and antagonists as descnbed 
5 herein) are useful in treatmg disorders associated with wound healing, angiogenesis. 
mflammation, mucositis, immune function, endocrine function, insulin secretion, and 
ischemia. Additionally, these compounds may be useful in treatmg or preventing cell 
death (e.g., of tissues damaged by severe wounds). 

FGFR5 polynucleotides or polypeptides (including FGFR5 fragments, 
10 variants, derivatives, and analogs, and FGFR5 agonists or FGFR5 antagonists as 
descnbed herein) are useful m treatmg or detecting disorders involving the growth of 
cells, including, for example, endothehal and mesenchymal cells, or disorders 
mvolving angiogenesis. FGFR5 polynucleotides or polypeptides, or agonists of these, 
could be used to stimulate the regrowth of the tissues suffering firom insults such as 
1 5 wounds. Alternatively, antagomsts of FGFR5 could be used to inhibit cell growth and 
proHferation of neoplastic cells and tissues, and thereby inhibit or prevent abnormal 
cellular growth or proliferation, such as those seen with tumors. 

FGFR5 polynucleotides or polypeptides (including FGFR5 fragments, 
variants, derivatives, and analogs, and FGFR5 agonists and antagonists as described 
20 herein) are useful to differentiate, proliferate, and attract cells, leadmg to the 
regeneration of tissues. (See, Science 276:59-87 (1997). The regeneration of tissues 
could be used to repair, replace, or protect tissue damaged by congemtal defects, 
trauma (wounds, bums, incisions, or ulcers), age, disease (e.g. osteoporosis, 
osteocarthritis, periodontal disease, liver failure), surgery, including cosmetic plastic 
25 surgery, fibrosis, reperfusion injury, or systemic cytokine damage. Tissues that may 
be regenerated using the present invention include organs (e.g., pancreas, liver, 
intestine, kidney, skin, endothelium), muscle (smooth, skeletal or cardiac), vascular 
(includmg vascular endothelium), nei^ous, hematopoietic, and skeletal (bone, 
cartilage, tendon, and ligament) tissue. Preferably, regeneration occurs without or 
30 decreased scamng. Regeneration also may include angiogenesis. Additionally, these 
compounds can be used to treat or prevem cell death (e.g., hematopoietic cell death) 
during processes of inflammation or tissue injury. 
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Moreover. FGFR5 polypeptides or polynucleotides (including FGFR5 
fragments, vanants. dcnvatives, and analogs, and FGFR5 agonists and antagonists as 
descnbed herein) are useful to modulate mucositis (the destruction of the mucosal 
tissues). Furthermore, by increasing fibroblast growth factor activity, FGFR5 
5 polynucleotides or polypeptides could be used to stimulate the proliferation, or 
prolong the life of. mucosal tissues, and thus reduce or eliminate the effects of 
mucositis brought on by any number of agents, such as, for example, chemotherapy 
agents. 

FGFR5 polynucleotides or polypeptides (including FGFR5 fragments, 

10 variants, derivatives, and analogs, and FGFR5 agonists or FGFR5 antagonists as 
descnbed herein) are useful in treating or detecting disorders involving the growth 
and vasculanzation of endothelial tissues. FGFR5 polynucleotides or polypeptides, or 
agonists of these, could be used to stimulate the revascularization of ischemic tissues 
damaged from conditions such as thrombosis, arteriosclerosis, and other 

15 cardiovascular conditions. Antagonists of FGFR5 polynucleotides or polypeptides 
could be used to prevent hyper-vascular diseases. 

FGFR5 polypeptides or polynucleotides (including FGFR5 fragments, 
variants, derivatives, and analogs, and FGFR5 agonists and antagonists as described 
herein) are useful to treat or detect hyperproliferative disorders, including neoplasms. 

20 FGFR5 polypeptides or polynucleotides and/or FGFR5 agonists or antagonists, may 
inhibit the proliferation of the disorder through direct or indirect interactions. 
Alternatively, FGFR5 polypeptides or polynucleotides and/or FGFR5 agonists or 
antagonists may proliferate other cells which can inhibit the hyperproliferative 
disorder. For example, by increasing an immune response, particularly increasing 

25 antigenic qualities of the hyperproliferative disorder or by proliferating, 
differentiating, or mobilizing T-cells, hyperproliferative disorders can be treated. 
This immune response may be increased by either enhancing an existing immune 
response, or by initiating a new immune response. Alternatively, decreasing an 
immune response may also be a method of treating hyperproliferative disorders, such 

30 as a chemotherapeutic agent. 

Examples of hyperproliferative disorders that can be treated or detected by 
FGFR5 polynucleotides or polypeptides and/or FGFR5 agonists or antagonists 
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mclude. but are not limited to. neoplasms located in the: pancreas, kidney, skeletal 
muscle, heart, liver. brain, skin, soft tissue, blood, abdomen, bone, lung, digestive 
svstem. breast, prostate, peritoneum, endocrine glands (adrenal, parathvTOid. pituitary, 
testicles, ovarv. thvmus. thyroid), eye, head and neck, nervous (central and 
5 penpheral), K^phatic system, hematopoietic tissue, pelvic, spleen, thoracic, and 
uroeenital. 

Similarlv, other hypeiproliferat.ve disorders can also be treated or detected by 
FGFR5 polvnucleottdes or polypeptides and;or FGFR5 agonists or amagonists. 
Examples of such hyperprohferative disorders mclude, but are not limited to: 
10 hypereammaglobulinemta. lymphoproliferative disorders, paraprotememias, purpura, 
sarcoidosis, Sezary Syndrome, Waldenstron's Macroglobulinemta, Gaucher s 
Disease, histiocytosis, and any other hyperproliferative disease, besides neoplasia, 
located in an organ system listed above. 

FGFR5 polynucleotides or polypeptides (including FGFR5 fragments, 
15 vanants, derivatives, and analogs, and FGFR5 agonists and FGFR5 antagonists as 
descnbed herein) are useful to treat and/or prevent organ rejection or graft-versus-host 
disease (GVHD). Organ rejection occurs by host immune cell destmction of the 
transplanted tissue through an immune response. Similarly, an immune response ts 
also involved in GVHD, but, in this case, the foreign transplanted immune cells 
20 destroy the host tissues. The admmistrat.on of FGFR5 polypeptides or 
polynucleotides and/or FGFR5 agonists or antagomsts that inhibits an immune 
response, particularly the proliferation, differentiation, or chemotaxis of T-cells, may 
be an effective therapy in preventing organ rejection or GVHD. 

FGFR5 polypeptides or polynucleotides (including FGFR5 fragments, 
vanants, derivatives, and analogs, and FGFR5 agomsts and antagomsts as descnbed 
herein) are useful in treating deficiencies or disorders of the immune system, by 
activating or inhibiting the prohferation, differentiation, or mobilization (chemotaxis) 
of immune cells. Immune cells develop through a process called hematopoiesis, 
producing myeloid (platelets, red blood cells, neutrophils, and macrophages) and 
30 lymphoid (B and T lymphocytes) cells from plunpotent stem cells. The etiology of 
these immune deficiencies or disorders may be genetic, somatic, such as cancer or 
some autoimmune disorders, acquired (e.g., by chemotherapy or toxins), or mfectious. 



25 



SUBSTITUTE SHEET (RULE 26) 



BNSDOCID. <W0 0024756A1 l.> 



wo 00/247j 



• 

84 



PCT/XJS99/I3620 



Moreover, FGFR5 polynucleotides or polypeptides can be used as a marker or 
detector of a particular immune system disease or disorder. 

Similarly, FGFR5 pol\j)epiides or poKnucleotides (including FGFR5 
fragments, variants, denvatives, and analogs, and FGFR5 agonists and FGFR5 
5 antagonists as described herein) are useful to modulate inflammation. For example. 
FGFR5 polypeptides or polynucleotides and^or FGFR5 agonists and antagonists of 
the invention may inhibit the proliferation and differentiation of ceils involved in an 
inflammatory response or alternatively may be involved in killing of hematopoietic 
cells dunng processes of inflammation or tissue injury. These molecules can be used 

10 to treat inflammatory conditions, both chronic and acute conditions, including 
ischemia-reperfusion injury, arthritis, and/or nephritis. Additionally, these molecules 
may be used to treat or prevent killing of hematopoietic cells and/or other cells during 
processes of inflammation or tissue injury. 

FGFR5 polypeptides or polynucleotides (including FGFR5 fragments, 

1 5 variants, derivatives, and analogs, and FGFR5 agonists and antagonists as described 
herein) are useful to treat or detect infectious agents. For example, by increasing the 
immune response, particularly increasing the proUferation and differentiation of B 
and/or T cells, infectious diseases may be treated. The immune response may be 
increased by either enhancing an exisnng immune response, or by initialing a new 

20 immune response. AUematively, FGFR5 polypeptides or polynucleotides and/or 
FGFR5 agonists or antagonists may also directly inhibit the infectious agent, without 
necessarily eliciting an immune response. 

Moreover, FGFR5 polynucleotides or polypeptides (including FGFR5 
fragments, variants, derivatives, and analogs, and FGFR5 agonists and antagonists as 

25 described herein) are useful to increase regeneration of tissues difficult to heal. For 
example, increased tendon/ligament regeneration would quicken recovery time after 
damage. FGFR5 polynucleotides or polypeptides and/or FGFR5 agonists or 
antagonists of the present invention could also be used prophylactically in an effort to 
avoid damage. Specific diseases that could be treated include tendinitis, carpal 

30 tunnel syndrome, and other tendon or ligament defects. A further example of tissue 
regeneration of non-healing wounds includes pressure ulcers, ulcers associated with 
vascular insufficiency, surgical, and traumatic wounds. 
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Given the activuies modulated by FGFR5. it is readily apparent that a 
substantially altered (increased or decreased) level of expression of FGFR5 in an 
individual compared to the standard or "normal" level produces pathological 
conditions such as those descnbed above. It wUl also be appreciated by one of 
5 ordinary skill that the FGFR5 agomsts of the invention will exert modulating 
activities on any of its target cells. Therefore, it will be appreciated that conditions 
caused by a decrease in the standard or normal level of FGFR5 mediated activity in an 
individual, can be treated by administration of FGFR5 polypeptide or an agonist 
thereof 

10 Thus, in one embodiment, the present invention is directed to a method for 

enhancmg (i.e., increasing) FGFR5 mediated activity (e.g., cellular growth and 
proliferation) which involves administering to an individual in need of an increased 
level of FGFR5 mediated activity, a therapeutically effective amount of FGFR5 
polypeptide, fragment, variant, derivative, or analog, or an agonist capable of 
15 increasing FGFR5 mediated activity. In specific embodiments, FGFR5 mediated 
signaling is increased to treat a disease or condition wherein decreased cell survival, 
secretion, proliferation, migration, and/or differentiation is exhibited. 

In another embodiment, the present invention is directed to a method for 
suppressing (i.e., decreasing) FGFR5 mediated activity (e.g., cellular growth and 
20 proliferation), which involves administering to an individual in need of a decreased 
level of FGFR5 mediated activity, a therapeutically effective amount of FGFR5 
polypeptide, fragment, variant, derivative, or analog or an antagonist capable of 
decreasing FGFR5 mediated activity. In specific embodiments, FGFR5 mediated 
signaling is decreased to treat a disease or condition wherein increased cell survival, 
25 secretion, proliferation, migration and/or differentiation is exhibited. 

In addition to treating diseases associated with elevated or decreased levels of 
FGFR5 mediated activity, the invention encompasses methods of administering 
FGFR5 agonists or antagonists to elevate or reduce FGFR5 mediated biological 
activity, respectively. 

30 For treating abnormal conditions related to an under-expression of FGFR5 and 

its activity, or in which elevated or decreased levels of FGFR5 are desired, several 
approaches are available. One approach compnses administenng to an individual in 
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need of an increased level of FGFR5 mediated activity in the body, a therapeuiicallv 
effective amount of an isolated FGFR5 poKpeptide, fragment, variant, denvative or 
analog of the invention, or a compound which activates FGFR5, i.e., an agonist as 
descnbed above, optionally in combination with a pharmaceutical ly acceptable 
5 earner. Alternatively, gene therapy may be employed to effect the endogenous 
production of FGFR5 by the relevant cells in the subject. For example, a 
polynucleotide of the invention may be engineered for expression in a replication 
defective retroviral vector using techniques known in the art. The retroviral 
expression construct may then be isolated and introduced into a packaging cell 

10 transduced with a retroviral plasmid vector containing RNA encoding a polypeptide 
of the present invention such that the packaging cell now produces infectious viral 
particles containing the gene of interest. These producer cells may be administered to 
a subject for engineering cells in vivo and expression of the poKpeptide in vivo. For 
an overview of gene therapy, see Chapter 20, Gene Therapy and other Molecular 

15 Genetic-based Therapeutic Approaches, (and references cited therein) in Human 
Molecular Genetics, T Strachan and A P Read, BIOS Scientific Publishers Ltd (1996). 

Further, treatment can be administered, for example, in the form of gene 
replacement therapy. Specifically, one or more copies of a FGFR5 nucleotide 
sequence of the invention that directs the production of a FGFR5 gene product 

20 exhibiting normal function, may be inserted into the appropriate cells within a patient 
or animal subject, using vectors which include, but are not limited to, adenovirus, 
adeno-associated virus, retrovirus and herpesvirus vectors, in addition to other 
particles that introduce DNA into cells, such as liposomes and gene activated 
matnces. Because the FGFR5 gene is expressed in hematopoietic tissue, including 

25 liver/fetal hver, etc, such gene replacement techniques should be capable of delivenng 
FGFR5 gene sequence to these cells within patients, or, alternatively, should involve 
direct administration of such FGFR5 polynucleotide sequences to the site of the cells 
in which the FGFR5 gene sequences are to be expressed. Alternatively, targeted 
homologous recombination can be utilized to correct the defective endogenous 

30 FGFR5 gene and^or regulatory sequences thereof (e.g., promoter and enhancer 
sequences), or alternatively, to 'lum on" other dormant FGFR5 activity in the 
appropriate tissue or cell type. 
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Additional methods which may be utilized to mcrease the overall level of 
FGFR5 expression and/or FGFR5 activity include the introduction ot' appropnate 
FGFR5-expressing cells, preferably autologous cells, into a patient at positions and in 
nuinbers which are sufficient to ameliorate the symptoms of abnormalities in cell 
5 growth regulation, cell signaling, and other FGFR5 mediated activities. Such cells 
may be either recombinant or non-recombinant. Among the cells which can be 
administered to increase the overall level of FGFR5 gene expression in a patient are 
normal cells, which express the FGFR5 gene. Cell-based gene therapy techniques are 
well known to those skilled in the art, see, e.g., Anderson et al.. U.S. Patent No, 
10 5,399,349; and Mulligan & Wilson, U.S. Patent No. 5,460,959. 

Thus, one embodiment of the invention comprises administering to in 
individual in need of an increased level of FGFR5 mediated activity compound that 
stimulates FGFR5 mediated activity (agonist), such as for example, an antibody or 
FGFR5 fragment, variant, derivative or analog of the invention, along with a 
15 pharmaceutically acceptable carrier in an amount effective to enhance (i.e., increase) 
FGFR5 mediated activity. 

If the activity of FGFR5 is in excess, several approaches are available to 
reduce or inhibit FGFR5 activity using molecules derived from the polypeptide and 
polynucleotide sequences described above. Accordingly, a further aspect of the 
20 invention is related to a method for treating an individual in need of a decreased level 
of FGFR5 mediated activity in the body comprising, administering to such an 
individual a composition comprising a therapeutically effective amount of a FGFR5 
polypeptide, fragment, variant, derivative or analog of the invention which acts as a 
FGFR5 antagonist or FGFR5 antagonist identified using the methods described 
25 herein, optionally, in combination with a pharmaceutically acceptable carrier. 
Preferably, FGFR5 activity is decreased to treat a disease wherein increased cell 
survival, secretion, proliferation, migration, and/or differentiation is exhibited. 
Polypeptides, derivatives, variants and analogs of the invention and other compounds 
which function as antagonists of FGFR5 can routinely be identified using the assays 
30 described infra and other techniques known in the art. Preferred antagonists for use in 
the present invention are FGFR5-specific antibodies. 
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In another approach, FGFR5 activity can be reduced or inhibited by 
decreasing the level of FGFR5 gene expression. In one emb diment. this is 
accompHshed through the use of antisense sequences, either internally generated or 
separately administered (see, for example, O'Connor, J. Neurochem. (1991 ) 56:560 in 
5 Oligodeoxynucleotides as .\ntisense Inhibitors of Gene Expression, CRC Press, Boca 
Raton, FL (1988). Antisense technology can be used to control gene expression 
through antisense DNA or RNA or through triple-helix formation. Antisense 
techniques are discussed, for example, in Okano, J. Neurochem. 56:560 (1991); 
Oligodeoxynucleotides as Antisense Inhibitors of Gene Expression, CRC Press, Boca 

10 Raton, FL (1988). Triple helix formation is discussed in, for instance, Lee et al.. 
Nucleic Acids Research 6:3073 (1979); Cooney et al., Science 241:456 (1988); and 
Dervan et al.. Science 251:1360 (1991). The methods are based on binding of a 
polynucleotide to a complementary DNA or RNA. For example, the 5' coding portion 
of a polynucleotide that encodes FGFR5 polypeptide of the present invention may be 

15 used to design an antisense RNA oligonucleotide of from about 10 to 40 base pairs in 
length. A DNA oligonucleotide is designed to be complementary to a region of the 
gene involved in transcription thereby preventing transcription and the production of 
the FGFR5 polypeptide. The antisense RNA oligonucleotide hybridizes to the mRNA 
in vivo and blocks translation of the mRNA molecule into polypeptide. 

20 In one embodiment, the FGFR5 antisense nucleic acid of the invention is 

produced intracellularly by transcription from an exogenous sequence. For example, 
a vector or a portion thereof, is transcribed, producing an antisense nucleic acid 
(RNA) of the invention. Such a vector would contain a sequence encoding the 
FGFR5 antisense nucleic acid. Such a vector can remain episomal or become 

25 chromosomally integrated, as long as it can be transcribed to produce the desired 
antisense RNA. Such vectors can be constructed by recombinant DNA technology 
methods standard in the art. Vectors can be plasmid, viral, or others know in the art, 
used for replication and expression in vertebrate cells. Expression of the sequence 
encoding FGFR5, or fragments thereof, can be by any promoter known in the art to 

30 act in vertebrate, preferably hum.an cells. Such promoters can be inducible or 
constitutive. >uch promoters include, but are not limited to, the SV40 early promoter 
region (Bemoist and Chambon, Nature 29:304-310 (1981), the promoter contained in 
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the 3' long terminal repeat of Rous sarcoma virus (Yamamoto et al,. Cell 22:787-797 
(1980)). the herpes thNTOidine promoter (Wagner el al.. Proc. Natl. ,\cad. Sci. U.S..\. 
78:1441-1445 (1981)). the regulatory sequences of the metalloth.onem gene (Bnnsier 
et al.. Nature 296:39-42(1982)). etc. 
5 The antisense nucleic acids of the invention comprise a sequence 

complementary to at least a portion of an R^'A transcript of a FGFR5 gene. 
However, absolute complementanty, although preferred, is not required. A sequence 
"complementary to at least a portion of an RNA," referred to herein, means a 
sequence having sufficiem complementanty to be able to hybridize with the RNA, 
iO forming a stable duplex; in the case of double stranded FGFR5 antisense nucleic 
acids, a single strand of the duplex DNA may thus be tested, or tnplex formation may 
be assayed. The ability to hybndize will depend on both the degree of 
complementanty and the length of the antisense nucleic acid. Generally, the larger 
the hybndizmg nucleic acid, the more base mismatches with a FGFR5 RNA it may 
1 5 contain and still form a stable duplex (or tnplex as the case may be). One skilled m 
the art can ascertain a tolerable degree of mismatch by use of standard procedures to 
determine the melting point of the hybridized complex. 

Potential FGFR5 antagonists according to the invention also include catalytic 
RNA or a ribozyme (See, e.g., PCT International Publication WO 90/11364, 
20 published October 4, 1990; Sarver et al.. Science 247:1222-1225 (1990). While 
nbozymes that cleave mRNA at site specific recognition sequences can be used to 
destroy FGFR5 mRNAs. the use of hammerhead nbozymes is prefened. 
Hammerhead ribozymes cleave mRNAs at locations dictated by flanking regions that 
form complementary base pairs with the target mRNA. The sole requirement is that 
25 the target mRNA have the following sequence of two bases: 5'-UG-3'. The 
construction and production of hammerhead ribozymes is well known in the art and is 
descnbed more fully m Haseloff and Gerlach, Nature 334:585-591 (1988). Hiere are 
numerous potemial hammerhead nbozyme cleavage sites within the nucleotide 
sequence of FGFR5 (Figures lA-C; SEQ ID N0:1). Preferably, the ribozyme is 
30 engineered so that the cleavage recognition site is located near the 5' end of the 
FGFR5 mRNA; i.e., to mcrease efficiency and minimize the intracellular 
accumulation of non- functional mRNA transcnpts. DNA constnicts encodmg the 
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nbozyme may be introduced into the cell in the same manner as described above for 
the mtroduction of antisense encodmg DNA. Smce nboz>mes, unlike antisense 
molecules are catalytic, a lower intracellular concentration is required for efficiency. 

Endogenous FGFR5 gene expression can also be reduced by inactivating or 
5 "knocking out" the FGFR5 gene or its promoter using targeted homologous 
recombination (e.g., see Smithies et al.. Nature 317:330-234 (1985); Thomas et a!.. 
Cell 51:503-512 (1987); Thompson et al.. Cell 5:313-321 (1989); each of which is 
incorporated by reference herein in its entirety). Such approach can be adapted for 
use in humans provided the recombinant DNA constructs are directly administered or 

10 targeted to the required site in vivo using appropnaie viral vectors. 

Alternatively, endogenous FGFR5 gene expression can be reduced by targeted 
deoxvTibonucleotide sequences complementary to the regulatory region of the FGFR5 
gene (i.e., the FGFR5 promoter and/or enJiancers) to form triple helical structures that 
prevent transcription of the FGFR5 gene in target cells in the body, see generally, 

15 Helene et al., Ann, N.Y. Acad. Sci. 660:27-36 (1992); Helene, C, Anticancer Drug 
Des., 6(6):569-584 (1991); and Maher, L.J., Bioassays 14(12):807-815 (1992)). 

Thus, one embodiment of the invention comprises administering to an 
individual in need of a decreased level of FGFR5 mediated activity, a FGFR5 
inhibitor compound (antagonist), such as for example, an antibody or FGFR5 

20 fragment, variant, derivative or analog of the invention, along with a pharmaceutically 
acceptable carrier in an amount effective to suppress (i.e., lower) FGFR5 mediated 
activity. 

Transgenics/''Knock-outs " 

25 The proteins of the invention can also be expressed in transgenic animals. 

Animals of any species, including, but not limited to, mice, rats, rabbits, hamsters, 
guinea pigs, pigs, micro-pigs, goats, sheep, cows and non-human primates, e.g., 
baboons, monkeys, and chimpanzees may be used to generate transgenic animals. In 
a specific embodiment, techniques described herein or otherwise known in the art, are 

30 used to express polypeptides of the invention in humans, as part of a gene therapy 
protocol. 

Any technique known in the art may be used to introduce the transgene (i.e.. 
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nucleic acids ot the invention) into animals to produce the founder lines of transgenic 
animals. Such techniques include, but are not limited to. pronuclear microinjection 
(Paterson et al.. .\ppl. Microbiol. Biotechnol. 40:691-698 (1994): Car%er et a!., 
Biotechnology (NY) U: 1263- 1270 (1993): Wnght et al.. Biotechnology (NY) 9;830- 
5 834 (1991); and Hoppe et al.. US Patem Number 4.873.191 (1989)): retrovirus 
mediated gene transfer into germ lines (Van der Putten et al.. Proc. Natl. Acad. Sci.. 
USA 82:6148-6152 (1985)), blastocysts or embryos; gene targeting in embryonic 
stem cells (Thompson et al.. Cell 56:313-321 (1989)); electroporation of cells or 
embryos (Lo, Mol Cell. Biol. 3:1803-1814 (1983)); introduction of the 
10 polynucleotides of the invention using a gene gun (see, e.g., Ulmer et al. Science 
259:1745 (1993); introducing nucleic acid constructs into embryonic pleuripotent 
stem cells and transfemng the stem cells back into the blastocyst; and sperm- 
mediated gene transfer (Lavitrano et al.. Cell 57:717-723 (1989); etc. For a review of 
such techniques, see Gordon, "Transgenic Animals," Intl. Rev. Cytoi. 115:171-229 
1 5 (1989), which is incorporated by reference herein in its entirety. Further, the contents 
of each of the documents recited in this paragraph is herein incorporated by reference 
in its entirety. 

Any technique known in the art may be used to produce transgenic clones 
containing polynucleotides of the invention, for example, nuclear transfer into 
20 enucleated oocytes of nuclei from cultured embryomc, fetal, or adult cells induced to 
quiescence (Campell et al., Nature 380:64-66 (1996); Wilmut et al.. Nature 385:810- 
813 (1997)), each of which is herein incorporated by reference in its entirety). 

The present invention provides for transgenic animals that carry the transgene 
in all their cells, as well as animals which carry the transgene in some, but not all their 
25 cells, i.e., mosaic animals or chimenc animals. The transgene may be integrated as a 
single transgene or as multiple copies such as in concatamers, e.g., head-to-head 
tandems or head-to-tail tandems. The transgene may also be selectively introduced 
into and activated in a particular cell type by following, for example, the teaching of 
Lasko et al. (Lasko et al.. Proc. Natl. Acad. Sci. USA 89:6232-6236 (1992)). The 
30 regulatory sequences required for such a cell-type specific activation will depend 
upon the particular cell type of interest, and will be apparent to those of skill in the 
art. When it is desired that the polynucleotide transgene be integrated into the 
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chromosomal site of the endogenous gene, gene targetmg is preferred. Bnefly, when 
such a technique is to be utihzed, vectors containing some nucleotide sequences 
homologous to the endogenous gene are designed for the purpose of integrating, via 
homologous recombination with chromosomal sequences, into and disrupting the 
5 function of the nucleotide sequence of the endogenous gene. The transgene may also 
be selectively introduced into a particular cell type, thus inactivating the endogenous 
gene in only that cell type, by following, for example, the teaching of Gu et al. (Gu et 
al.. Science 265:103-106 (1994)). The regulatory sequences required for such a cell- 
type specific inactivation will depend upon the particular cell type of interest, and w: I 

10 be apparent to those of skill in the art. The contents of each of the documents recited 
in this paragraph is herein incorporated by reference in its entirety. 

Once transgenic animals have been generated, the expression of the 
recombinant gene may be assayed utilizing standard techniques. Initial screening 
may be accomplished by Southern blot analysis or PGR techniques to analyze animal 

15 tissues to verify that integration of the transgene has taken place. The level of mRNA 
expression of the transgene in the tissues of the transgenic animals may also be 
assessed using techniques which include, but are not limited to. Northern blot analysis 
of tissue samples obtained from the animal, in situ hybridization analysis, and reverse 
transcriptase-PCR (rt-PCR). Samples of transgenic gene-expressing tissue may also 

20 be evaluated immunocytochemically or immunohistochemically using antibodies 
specific for the transgene product. 

Once the founder animals are produced, they may be bred, inbred, outbred, or 
crossbred to produce colonies of the particular animal. Examples of such breeding 
strategies include, but are not limited to: outbreeding of founder animals with more 

25 than one integration site in order to establish separate lines; inbreeding of separate 
lines in order to produce compound transgenics that express the transgene at higher 
levels because of the effects of additive expression of each transgene; crossing of 
heterozygous transgenic animals to produce animals homozygous for a given 
integration site in order to both augment expression and eliminate the need for 

30 screening of animals by DNA analysis; crossing of separate homozygous lines to 
produce compound heterozygous or homozygous lines; and breeding to place the 
transgene on a distinct backgroimd that is appropriate for an experimental model of 
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interest. 

Transgenic and -knock-out" animals of the invention have uses which include, 
but are not limited to. animal model systems useful in elaborating the biological 
function of FGFR5 polypeptides, sludvnng conditions and or disorders associated with 
aberrant FGFR5 expression, and in screening for compounds effective in ameliorating 

such conditions and/or disorders. 

In further embodiments of the invention, cells that are genetically engineered 
to express the protems of the invention, or alternatively, that are genetically 
engineered not to express the proteins of the invention (e.g., knockouts) are 
administered to a patient in vivo. Such cells may be obtained from the patient (i.e.. 
animal, including human) or an MHC compatible donor and can include, but are not 
limited to fibroblasts, bone marrow cells, blood cells (e.g., lymphocytes), adipocytes, 
muscle cells, endothelial cells, etc. The cells are genetically engineered in vitro using 
recombinant DNA techniques to introduce the coding sequence of polypeptides of the 
15 invention into the cells, or alternatively, to disrupt the codmg sequence and/or 
endogenous regulatory sequence associated with the polypeptides of the invention, 
e.g., by transduction (using viral vectors, and preferably vectors that integrate the 
transgene into the cell genome) or transfection procedures, including, but not limited 
to, the use of plasmids, cosmids, YACs, naked DNA, electroporation, liposomes, etc. 
20 The coding sequence of the polypeptides of the invention can be placed under the 
control of a strong constitutive or inducible promoter or promoter/enhancer to achieve 
expression, and preferably secretion, of the polypeptides of the invention. The 
engineered cells which express and preferably secrete the polypeptides of the 
invention can be introduced into the patient systemically, e.g., in the circulation, or 
25 intrapentoneally. Alternatively, the cells can be incoiporated into a matrix and 
implanted in the body, e.g., genetically engmeered fibroblasts can be implanted as 
part of a skin graft; genetically engineered endotheUal cells can be implanted as part 
of a lymphatic or vascular graft. (See. for example. Anderson et al. US Patent 
Number 5,399,349; and Mulligan & Wilson. US Patent Number 5,460,959. each of 
30 which is incorporated by reference herein in its entirety). 

When the cells to be admmistered are non-autologous or non-MHC 
compatible cells, they can be admmistered usmg well known techniques which 
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prevent the development of a host immune response against the introduced cells. For 
example, the cells may be mtroduced in an encapsulated fonn which, while allowing 
for an exchange of components with the immediate extracellular environment, does 
not allow the introduced cells to be recognized by the host immune system. 

5 

Formulation and administration 

It will be appreciated that conditions caused by a decrease in the standard or 
normal level of FGFR5 mediated activity in an individual, can be treated by 
administration of FGFR5 polypeptide or fragment, variant, derivative, or analog of 

10 the invention or an agonist thereof. Thus, the invention ther provides a method of 
treating an individual in need of an increased level FGFR5 mediated activity 
comprising administering to -;uch an in* idual a arm: -utical composition 
comprising an effective amount of an isolated FGFR5 polynucleotide or polypeptide; 
or fragment, variant, derivative, or analog of the invention, such as for example, the 

15 fiill length form of the FGFR5 encoding polynucleotide, effective to increase the 
FGFR5 mediated activity level in such an individual. 

It will be appreciated that conditions caused by a decrease in the standard or 
normal level of FGFR5 mediated activity in an individual, can be treated by 
administration of FGFR5 polypeptide or fragment, variant, derivative, or analog of 

20 the invention or an agonist thereof. Thus, the invention further provides a method of 
treating an individual in need of an increased level of FGFR5 mediated activity 
comprising administering to such an individual a pharmaceutical composition 
comprising an effective amount of an isolated FGFR5 polynucleotide or polypeptide; 
or fragment, variant, derivative, or analog of the invention, such as for example, the 

25 full length form of the FGFR5 encoding polynucleotide, effective to increase the 
FGFR5 mediated activity level in such an individual. 

The dosage range required depends on the choice of peptide, the route of 
administration, the nature of the formulation, the nature of the subject's condition, and 
the judgment of the attending practitioner. As a general proposition, the total 

30 pharmaceutically effective amount of FGFR5 polypeptide administered parenterally 
per dose will be in the range of about 1 ^g/kg/day to 10 mg/kg/day of patient body 
weight, although, as noted above, this will be subject to therapeutic discretion. More 
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preferably, this dose is at least 0.01 mg k&'day. and most preferably for humans this 
dose IS in the range of 0.1-100 makg of subject, or between about 0.01 and 1 
mg'kg/day. If given continuously, the FGFR5 polypeptide is tvpically administered 
at a dose rate of about 1 ^g'lcg-hour to about 50 ug/kaliour. either by 1-4 injections 
5 per day or by continuous subcutaneous infusions, for example, using a mini-pump. 
An intravenous bag solution may also be employed. Wide vanations in the needed 
dosage, however, are to be expected in view of the variety of compounds available 
and the differing efficiencies of various routes of administration. For example, oral 
administration would be expected to require higher dosages than administration by 
10 intravenous injection. Variations in these dosage levels can be adjusted using 
standard empmcal routines for optimization, as is well understood in the art. 

Pharmaceutical compositions containing the FGFR5 polypeptides and 
polynucleotides of the invention (including fragments, variants, derivatives or 
analogs), and FGFR5 agonists and antagonists may be routinely formulated in 
15 combination with a pharmaceutically acceptable carrier. By "pharmaceutically 
acceptable carrier" is meant a non-toxic solid, semisolid or liquid filler, diluent, 
encapsulating material or formulation auxiliary of any type. In a specific 
embodiment, "pharmaceutically acceptable" means approved by a regulatory agency 
of the federal or a state government or listed in the U.S. Pharmacopeia or other 
20 generally recognized pharmacopeia for use in animals, and more particularly humans. 
Nonlimiting examples of suitable pharmaceutical earners according to this 
embodiment are provided in "Remington's Pharmaceutical Sciences" by E.W. Martin, 
and include sterile liquids, such as water, saline, buffered saline, glycerol, ethanol, 
and oils, including those of petroleum, animal, vegetable or synthetic origin, such as 
25 peanut oil, soybean oil, mineral oil, sesame oil and the like. Formulation should suit 
the mode of administration, and is well within the skill of the art. For example, water 
is a preferred carrier when the pharmaceutical composition is administered 
intravenously. Saline solutions and aqueous dextrose and glycerol solutions can be 
employed as liquid carriers, particularly for injectable solutions. The invention 
30 additionally relates to pharmaceutical packs and kits comprising one or more 
containers filled with one or more of the ingredients of the aforementioned 
compositions of the invention. 
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PoKpeptides and other compounds of the present invention may be 
administered alone or m conjunction with other compounds, such as therapeutic 
compounds. The pharmaceutical composition of the invention may be administered 
orally, rectally, parenterally, intracistemally, intravaginally, intraperitoneally, 
5 topically (as by powders, ointments, drops or transdermal patch), bucally, or as an 
oral or nasal spray. Preferred forms of systemic administration of the pharmaceutical 
compositions include parenteral injection, typically by intravenous injection. Other 
injection routes, such as subcutaneous, -amuscular, intrastemal, intraarticular or 
intrapentoneal, can be used. Altemativ ans for systemic administration include 
10 transmucosal and transdermal administra. using penetrants such as bile salts or 
fusidic acids or other detergents. In addition, if properly formulated in enteric or 
encapsulated formulations, oral administration may also be possible. Administration 
of these compounds may also be topical and'or localized, in the form of salves, pastes, 
gels and the like. 

15 Polypeptides used in treatment can also be generated endogenously in the 

subject, in treatment modalities often referred to as "gene therapy" as described 
above. Thus, for example, cells from a subject may be engineered with a 
polynucleotide, such as a DNA or RNA, to encode a polypeptide ex vivo, and for 
example, by the use of a retroviral plasmid vector. The cells are then introduced into 

20 the subject. 

Gene Mapping 

The nucleic acid molecules of the present invention are also valuable for 
chromosome identification. The sequence is specifically targeted to and can 
hybndize with a particular location on an individual human chromosome. Moreover, 

25 there is a current need for identifying particular sites on the chromosome. Few 
chromosome marking reagents based on actual sequence data (repeat polymorphisms) 
are presently available for marking chromosomal location. The mapping of DNAs to 
chromosomes according to the present invention is an important first step in 
correlating those sequences with genes associated with disease. 

30 In certain preferred embodiments in this regard, the cDNA herein disclosed is 

used to clone genomic DNA of a FGFR5 gene. This can be accomplished using a 
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vanetv of well known techniques and Hbranes. wh.ch generally are available 
commercially. The genomic DNA then .s used for ,n .suu chromosome mappmg 
usins! well known techmques for this purpose. 

in addition, m some cases, sequences can be mapped to chromosomes bv 
S prepann. PCR pnmers (preferably 15-25 bp) from the cDNA. Computer analysis of 
the 3- untranslated reeion of the gene is used to rapidly select pnmers that do not span 
more than one exon in the genomic DNA, thus complicating the amplification 
process These pnmers are then used for PCR screemng of somatic cell hybnds 
contaimng individual human chromosomes. Fluorescence m suu hybndtzation 
10 ("FISH") of a cDNA clone to a metaphase chromosomal spread can be used to 
provide a precise chromosomal location m one step. This technique can be used with 
probes from the cDNA as short as 50 or 60 bp. For a review of this technique, see 
Verma et ai. Human Chromosomes: A Manual Of Basic Techniques, Pergamon 

Press, New York (1988). 

Once a sequence has been mapped to a precise chromosomal location, the 
physical position of the sequence on the chromosome can be correlated with genetic 
„.ap data. Such data are found, for example, in V. McKusick, Mendelian Inhentance 
m Man, available on-lme through Johns Hopkms University, Welch Medical Library. 
The relationship between genes and diseases that have been mapped to the same 
20 chromosomal region are then identified through linkage analysis (coinhentance of 

physically adjacent genes). 

Next it is necessary to determine the differences in the cDNA or genomic 
sequence between affected and unaffected individuals. If a mutation is observed m 
some or all of the affected individuals but not m any normal individuals, then the 
25 mutation is likely to be the causative agent of the disease. 

Having generally descnbed the invention, the same will be more readily 
understood by reference to the following examples, which are provided by way of 
illustration and are not intended as limiting. Thus, the present invention is not to be 
hnnted m scope by the specific embodiments descnbed herein, which are intended as 
30 single illustrations of individual aspects of the invention. 
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Examples: 

Example I: Isolation of the FGFR5 cDNA Clone From the Deposited Sample 

The cDNA for FGFR5 is inserted into the EcoRI and Xho I multiple cloning 
site of pCMVSport 3.0 (Life Technologies). pCMVSport 3.0 contains an ampicillin 
resistance gene and may be transformed into E. coli strain DHIOB, available from 
Life Technologies. (See, for instance, Gruber, C E., et al. Focus yj.-59- (1993).) 

Two approaches can be used to isolate FGFR5 from the deposited sample. 
First, a specific polynucleotide of SEQ ID N0:1 with 30-40 nucleotides is synthesized 
using an Applied Biosystems DNA synthesizer according to the sequence reported. 
The oligonucleotide is labeled, for instance, with ^'^P-g-ATP using T4 polynucleotide 
kinase and purified according to routine methods. (E.g., Manialis et al.. Molecular 
Cloning: A Laboratory Manual, Cold Spring Harbor Press, Cold Spnng, NY (1982).) 
The plasmid mixture is transformed into a suitable host (such as XL-1 Blue 
(Stratagene)) using techniques known to those of skill in the art, such as those 
provided by the vector supplier or in related publications or patents. The 
transformants are plated on 1.5% agar plates (containing the appropriate selection 
agent, e.g., ampicillin) to a density of about 150 transformants (colonies) per plate. 
These plates are screened using Nylon membranes according to routine methods for 
bactenal colony screening (e.g., Sambrook et al.. Molecular Cloning: A Laboratory 
Manual. 2nd Edit., (1989), Cold Spnng Harbor Laboratory Press, pages 1.93 to 
1.104), or other techniques known to those of skill m the art. 

Alternatively, two primers of 1 7-20 nucleotides derived from both ends of the 
SEQ ID N0:1 (i.e., within the region of SEQ ID N0:1 bounded by the 5' NT and the 
3' NT of the clone) are synthesized and used to amplify the FGFR5 cDNA using the 
deposited cDNA plasmid as a template. The polymerase chain reaction is carried out 
under routine conditions, for instance, in 25 ul of reaction mixture with 0.5 ug of the 
above cDNA template. A convenient reaction mixture is 1.5-5 mM MgCh, 0.01% 
(w -^ gelatin, 20 uM each of dATP, dCTP, dGTP, dTTP, 25 prr ' of each primer and 
0 nit of Taq polymerase. Thirty tlve cycles of PCR (de^ tion at 9 ' degree C 
fi. min; annealing at 55 degree C for 1 min; elongation o degree C lor 1 min) 
are performed with a Perkin-Elmer Cetus automated thermal cycler. The amplified 
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product .s analyzed by agarose gel electrophoresis and the DNA band with expected 
molecular weight :s excsed and punf.ed. The PCR product >s venfied to be the 
selected sequence by subcloning and sequencing the DNA product. 

Several methods are available for the identification of the 5' or 3' non-coding 
5 portions of the FGFR5 gene which may not be present in the deposited clone. These 
methods include but are not limited to, filter probing, clone enrichment using specific 
probes and protocols similar or identical to 5' and 3' "RACE" protocols which are 
well known in the art. For instance, a method similar to 5' RACE is available for 
generatmg the missing 5' end of a desired full-length transcnpt. (Fromont-Racme et 
10 al.. Nucleic Acids Res. 21(7): 1683-1684 (1993).) 

Bnefly. a specific RNA oligonucleotide is hgated to the 5' ends of a 
population of RNA presumably containing full-length gene RNA transcnpts. A 
pnmer set contaimng a pnmer specific to the ligated RNA oligonucleotide and a 
primer specific to a known sequence of the FGFR5 gene of interest is used to PCR 
1 5 amplify the 5' portion of the FGFR5 full-length gene. This amplified product may 
then be sequenced and used to generate the full length gene. 

This above method starts with total RNA isolated firom the desired source, 
although poly-A-H RNA can be used. The RNA preparation can then be treated with 
phosphatase if necessary to eliminate 5' phosphate groups on degraded or damaged 
.0 RNA which may interfere with the later RNA Ugase step. The phosphatase should 
then be inactivated and the RNA treated with tobacco acid pyrophosphatase in order 
to remove the cap structure present at the 5' ends of messenger RNAs. This reaction 
leaves a 5' phosphate group at the 5' end of the cap cleaved RNA which can then be 
ligated to an RNA oligonucleotide using T4 RNA ligase. 

This modified RNA preparation is used as a template for first strand cDNA 
synthesis using a gene specific oligonucleotide. The first strand synthesis reaction is 
used as a template for PCR amplification of the desired 5' end using a pnmer specific 
to the liaated RNA oligonucleotide and a pnmer specific to the known sequence of 
the gene of interest. The resultam product is then sequenced and analyzed to confinn 
30 that the 5' end sequence belongs to the FGFR5 gene. 

Alternatively, a genomic clone compnsmg the human FGFR5 coding exons 
can be isolated by screemng a human genomic library as discussed infra. Once 
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positive clones have been identified, the DNA inserts contained in the genomic clone 
can be isolated, and the DNA sequenced. Once the DNA sequence has been 
determined, the utilization of a number of computer-based DNA sequence analysis 
programs, such as, for example, BLAST and GRAIL, will allow the identification of 
5 the coding exons and the non-coding introns associated with the FGFR5 gene, and 
hence the identification of any 5' portion of the FGFR5 full-length gene which may 
not have been previously present in the deposited clone. 

Example 2: Isolation of FGFR5 Genomic Clones 

10 A human genomic PI library (Genomic Systems, Inc.) is screened by PGR 

using pnmers selected for the cDNA sequence corresponding to SEQ ID NO:l., 
according to the method described in Example 1 . (See also, Sambrook.) 

Example 3: Tissue Distribution of FGFR5 Polypeptides 

15 Tissue distribution of mRNA expression of FGFR5 is determmed using 

protocols for Northern blot analysis, described by, among others, Sambrook et al. For 
example, a FGFR5 probe produced by the method described in Example 1 is labeled 
with P^^ using the rediprime™ DNA labeling system (Amersham Life Science), 
according to manufacturer's instructions. After labeling, the probe is purified using 

20 CHROMA SPIN- 100™ column (Clontech Laboratories, Inc.), according to 
manufacturer's protocol number PT1200-1, The purified labeled probe is then used to 
examine various human tissues for mRNA expression. 

Multiple Tissue Northern (MTN) blots containing various human tissues (H) 
or human immune system tissues (IM) (Clontech) are examined with the labeled 

25 probe using ExpressHyb™ hybridization solution (Clontech) according to 
manufacturer's protocol number PTl 190-1 . Following hybridization and washing, the 
blots are mounted and exposed to film at -70 degree C overnight, and the films 
developed according to standard procedures. 

30 Example 4: Chromosomal Mapping of FGFR5 

An oligonucleotide primer set is designed according to the sequence at the 5' 
end of SEQ ID NO:l. This primer preferably spans about 100 nucleotides. This 
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pnnier set is then used m a poivmerase chain reaction under the following set oi 
conditions : 30 seconds. 95 degree C; 1 minute, 56 degree C: 1 minute. 70 degree C. 
This cvcle is repeated 32 times followed by one 5 minute cycle at 70 degree C. 
Human, mouse, and hamster DNA is used as template in addition to a somatic ceil 
5 hybnd panel coniaming mdividual chromosomes or chromosome fragments (Bios. 
Inc). The reactions is analyzed on either 8% polyacrylamide gels or 3.5 % agarose 
gels. Chromosome mapping is determined by the presence of an approximately 100 
bp PCR fragment in the particular somatic cell hybrid, 

1 0 Example 5: Bacterial Expression of Mature Extracellular Domain ofFGFRS 

FGFR5 polyTiucleotide encoding a FGFR5 polypeptide of the invention is 
amplified using PCR oligonucleotide primers corresponding to the 5' and 3' ends of 
the DNA sequence, as outlined in Example 1, to synthesize insertion fragments. The 
pnmers used to amplify the cDNA insert should preferably contain restriction sites, 

15 such as BamHI and Xbal at the 5' end of the primers in order to clone the amplified 
product into the expression vector. For example, BamHI and Xbal correspond to the 
restriction enzyme sites on the bacterial expression vector pQE-9. (Qiagen, Inc., 
Chatsworth, CA). This plasmid vector encodes antibiotic resistance (AmpO, a 
bacterial origin of replication (ori), an IPTG-regulatable promoter/operator (P/0), a 

20 ribosome binding site (RES), a 6-histidine tag (6-His), and restriction enzyme cloning 
sites. 

Specifically, to clone the FGFR5 polypeptide in a bacterial vector, the 5' 
primer has the sequence 5* 

GCAGCACAIATCGCCCGAGGCCCCCCAAAGATGGCGGAC 3' (SEQ ID NO: 

25 4) containing the underlined Ndel restriction site followed by a number of nucleotides 
of the amino terminal coding sequence of the mature extracellular domain of the 
FGFR5 sequence in SEQ ID N0:1. One of ordinary skill in the art would appreciate, 
of course, that the point in the protein coding sequence where the 5' primer begins 
may be vaned to amplify a DNA segment encoding any desired portion of the 

30 complete FGFR5 protein shorter or longer than the full-length form of the protein. 
The 3' pnmer has the sequence 

5' GCAGCAGGIACCTTAAGTGGCCGAGGACGAGGAGGCCACAGGTGGC 3' 
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(SEQ ID NO: 5) containing the underlined Asp71S restriction site followed by a 
number of nucleotides complementary to the 3' end of the coding sequence of the 
mature extracellular domain of the FGFR5 DN A sequence of SEQ ID NO: 1 . 

The pQE-9 vector is digested with Ndel and Asp718 and the amplified 
5 fragment is ligated into the pOE-9 vector mamtaming the reading frame initiated at 
the bacterial RBS. The ligation mixture is then used to transform the E. coli strain 
M15/rep4 (Qiagen, Inc.) which contains multiple copies of the plasmid pREP4, which 

expresses the lad repressor and also confers kanamycin resistance (KanH. 
Transformants are identified by their ability to grow on LB plates and 

10 ampicillin/kanamycin resistant colonies are selected. Plasmid DNA is isolated and 
confirmed by restriction analysis. 

Clones containing the desired constructs are grown overnight (0/N) in liquid 
culture in LB media supplemented with both Amp (100 ug^ml) and Kan (25 ug/'ml). 
The 0/N culture is used to inoculate a large culture at a ratio of 1:100 to 1:250. The 

15 cells are grown to an optical density 600 (O.D.^°^) of between 0.4 and 0.6. IPTG 
(Isopropyl-B-D-thiogalacto pyranoside) is then added to a final concentration of 1 
mM. IPTG induces by inactivating the lad repressor, clearing the P/0 leading to 
increased gene expression. 

Cells are grown for an extra 3 to 4 hours. Cells are then harvested by 

20 centnfugation (20 mins at 6000Xg). 

In addition to the above expression vector, the present invention further 
includes an expression vector comprising phage operator and promoter elements 
operatively linked to a FGFR5 polynucleotide, called pHE4a. (ATCC Accession 
Number 209645, deposited February 25, 1998.) This vector contains: 1) a 

25 neomycinphosphotransferase gene as a selection marker, 2) an E. coli origin of 
replication, 3) a T5 phage promoter sequence, 4) two lac operator sequences, 5) a 
Shine-Delgamo sequence, and 6) the lactose operon repressor gene (laclq). The 
origin of replication (oriC) is derived from pUC19 (LTI, Gaithersburg, MD). The 
promoter sequen and operator sequences are made synthetically. 

30 DNA can be inserted into the pHEa by restnctmg the vector with Ndel and 

Kpnl, BamHI, Xhol, or Asp718, running the restricted product on a gel, and isolating 
the larger fragment (the stuffer fragment should be about 310 base pairs). The DNA 
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insert IS generated according to the PCR protocol described in Example 1. using PCR 
pnmers having restnction sites for Ndel (S* pnmer) and Xbal. BamHl. Xhol. or 
AspTlS (3- primer). The PCR insert is gel punfied and restncted wuh compatible 
enzymes. The insert and vector are ligated according to standard protocols. 
5 The engineered vector could easily be substituted in the above protocol to 

express protein in a bacterial system. 

Example 6: Purification ofFGFRS Polypeptide from an Inclusion Body 

The following alternative method can be used to purify FGFR5 polypeptide 
10 expressed in E coli when it is present in the form of inclusion bodies. Unless 
other%vise specified, all of the following steps are conducted at 4-10 degree C. 

Upon completion of the production phase of the E. coli fermentation, the cell 
culture is cooled to 4-10 degree C and the cells harvested by continuous 
centnfugation at 15,000 rpm (Heraeus Sepatech). On the basis of the expected yield 
1 5 of protein per unit weight of cell paste and the amount of purified protein required, an 
appropriate amount of cell paste, by weight, is suspended in a buffer solution 
containing 100 mM Tris, 50 mM EDTA, pH 7.4. The cells are dispersed to a 
homogeneous suspension using a high shear mixer. 

The cells are then lysed by passing the solution through a microfluidizer 
20 (Microfuidics, Corp. or APV Gaulin, Inc.) twice at 4000-6000 psi. The homogenate 
,s then mixed with NaCl solution to a final concentration of 0.5 M NaCl, followed by 
centrifugation at 7000 xg for 15 min. The resultant pellet is washed again using 0.5M 
NaCl, 100 mM Tris, 50 mM EDTA, pH 7.4. 

The resulting washed inclusion bodies are solubilized with 1.5 M guanidine 
25 hydrochloride (GuHCl) for 2-4 hours. After 7000 xg centrifugation for 15 min., the 
pellet is discarded and the polypeptide containing supernatant is incubated at 4 degree 
C overnight to allow further GuHCl extraction. 

Following high speed centrifugation (30,000 xg) to remove insoluble particles, 
the GuHCl solubilized protem is refolded by quickly mixing the GuHCl extract with 
30 20 volumes of buffer containmg 50 mM sodium, pH 4,5, 1 50 mM NaCl, 2 mM EDTA 
by vigorous stirring. The refolded diluted protein solution is kept at 4 degree C 
without mixing for 12 hours prior to further purification steps. 
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To cianfy the refolded polypeptide solution, a previously prepared tangential 
filtration unit equipped with 0.16 um membrane filler with appropriate surface area 
(e.g., Filtron), equilibrated with 40 mM sodium acetate, pH 6.0 is employed. The 
filtered sample is loaded onto a cation exchange resin (e.g., Poros HS-50, Perseptive 
5 Biosystems). The column is washed with 40 mM sodium acetate, pH 6.0 and eluted 
with 250 mM, 500 mM, 1000 mM, and 1500 mM NaCl in the same buffer, in a 
stepwise manner. The absorbance at 280 nm of the effluent is continuously 
moi Ted- Fractions are collected and further analyzed by SDS-PAGE. 

"fractions containing the FGFR5 polypeptide are then pooled and mixed with 4 

10 volu of water. The diluted sample is then loaded onto a previously prepared set of 
tande; olumns of strong anion (Poros HQ-50, Perseptive Biosystems) and weak 
anion )ros CM-20, Perseptive Biosystems) exchange resins. The columns are 
equilibrated with 40 mM sodium acetate, pH 6.0. Both columns are washed wnth 40 
mM sodium acetate, pH 6.0, 200 mM NaCl. The CM-20 column is then eluted using 

15 a 10 column volume linear gradient ranging from 0.2 M NaCl, 50 mM sodium 
acetate, pH 6.0 to 1.0 M NaCl, 50 mM sodium acetate, pH 6.5. Fractions are 
collected under constant A280 monitoring of the effluent. Fractions containing the 
polypeptide (determined, for instance, by 16% SDS-PAGE) are then pooled. 

The resultant FGFR5 polypeptide should exhibit greater than 95% purity after 

20 the above refolding and purification steps. No major contaminant bands should be 
observed from Commassie blue stained 16°/o SDS-PAGE gel when 5 ug of punfied 
protein is loaded. The purified FGFR5 protein can also be tested for endotoxin/LPS 
contamination, and typically the LPS content is less than 0.1 ng/ml according to LAL 
assays. 

25 

Example 7: Cloning and Expression of FGFR5 in a Baculovirus Expression 
System 

In this example, the plasmid shuttle vector pA2 is used to insert FGFR5 
polynucleotide into a baculovirus to express FGFR5. This expression vector contains 
30 the strong polyhedrin promoter of the Autographa californica nuclear polyhedrosis 
virus (AcMNPV) followed by convenient restriction sites such as BamHI, Xba I and 
Asp718. The polyadenylation site of the simian virus 40 ("SV40") is used for 
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efficient poiyadenylalion. For easy selection of recombinant virus, the plasmid 
contains the beta-gaiactosidase gene from E. coli under control of a weak Drosophila 
promoter m the same onentation. followed by the polyadenylation signal of the 
poiyhedrm gene. The inserted genes are flanked on both sides by Mral sequences for 
5 cell-mediated homologous recombination with wUd-type viral DNA to generate a 
viable virus that expresses the cloned FGFR5 polynucleotide. 

Many other baculovtrus vectors can be used in place of the vector above, such 
as pAc373, pVL941, and pAcIMl, as one skilled in the art would readily appreciate, 
as long as the construct provides appropriately located signals for transcription, 
10 translation, secretion and the like, including a signal peptide and an m-fi-ame AUG as 
required. Such vectors are described, for instance, in Luckow et al.. Virology 1 70:3 1 - 
39(1989). 

Specifically, the FGFR5 cDNA sequence contained in the deposited clone, 
including the AUG initiation codon and any naturally associated leader sequence, is 

15 amplified using the PGR protocol descnbed in Example 1. If the naturally occurring 
signal sequence is used to produce the secreted protein, the pA2 vector does not need 
a second signal peptide. Alternatively, the vector can be modified (pA2 GP) to 
include a baculovtrus leader sequence, using the standard methods described in 
Summers et al., "A Manual of Methods for Baculovirus Vectors and Insect Cell 

20 Culture Procedures," Texas Agricultural Expenmental Station Bulletin No. 1555 
(1987). 

More specifically, the cDNA sequence encoding the full length FGFR5 
protein shown in SEQ ID N0:1, is amplified using PGR oligonucleotide pnmers 
corresponding to the 5' and 3' sequences of the gene. The 5' primer has the sequence 

25 5- GCAGCAGGAICCGCCATCATGACGCCGAGCCCCCTGTTGCTGCTCCTG 3" 
(SEQ ID NO: 6) containing the BamHl restriction enzyme site, an efficient signal for 
initiation of translation in eukaryotic cells (Kozak, M.. J. Mol. Biol. 196:947-950 
(1987)), followed by a number of nucleotides of the sequence of the FGFR5 protein 
shown in Figures lA-C. The 3' primer has the sequence 5' 

30 GCAGCAGGIACCTTAGCACTGATAGTGGATGTGCTGGTGGACCTTG 3' 
(SEQ ID NO: 7) containing the Kpnl restnction site followed by a number of 
nucleotides complementary to the 3' sequence in Figures lA-C. Alternatively, the 
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following 3' pnmer may be used to amplify the full-length extracellular domain of the 
FGFR5 protem shown in SEQ ID N0:1. The 3' pnmer has the sequence 5' 
GCAGCAGGTACCTTAAGTGGCCGAGGACGAGGAGGCCACAGGTGGC 3' 
(SEQ ID NO: 14) 



commercially available kit ("Geneclean." BIO 101 Inc., La Jolla, Ca.). The fragment 
then is digested with appropriate restriction enzymes and agam purified on a 1% 
agarose gel. 

The plasmid is digested with the corresponding restriction enzymes and 
10 optionally, can be dephosphorylated using calf intestinal phosphatase, using routine 
procedures known in the art. The DNA is then isolated from a 1% agarose gel using a 
commercially available kit ("Geneclean" BIO 101 Inc., La Joila, Ca.). 

The fragment and the dephosphorylated plasmid are ligated together with T4 
DNA ligase. £. coli HBlOl or other suitable E. coli hosts such as XL-1 Blue 
15 (Stratagene Cloning Systems, La Jolla, CA) cells are transformed with the ligation 
mixture and spread on culture plates. Bacteria containing the plasmid are identified 
by digesting DNA from individual colonies and analyzing the digestion product by 
gel electrophoresis. The sequence of the cloned fragment is confirmed by DNA 
sequencing. 

20 Five ug of a plasmid containing the polynucleotide is co-transfected with 1.0 

ug of a commercially available lineanzed baculovirus DNA ("BacuioGold™ 
baculovirus DNA", Pharmingen, San Diego, CA), using the lipofection method 
descnbed by Feigner et al., Proc. Natl. Acad. Sci. USA 84:7413-7417 (1987). One ug 
of BaculoGold™ virus DNA and 5 ug of the plasmid are mixed in a sterile well of a 

25 microliter plate containing 50 ul of serum-free Grace's medium (Life Technologies 
Inc., Gaithersburg, MD). Afterwards, 10 ul Lipofectin plus 90 ul Grace's medium are 
added, mixed and incubated for 15 minutes at room temperature. Then the 
transfection mixture is added drop-wise to Sf9 insect cells (ATCC CRL 1711) seeded 
in a 35 mm tissue culture plate with 1 ml Grace*s medium without serum. The plate is 

30 then incubated for 5 hours at 27 degrees C. The transfection solution is then removed 
from the plate and 1 ml of Grace's insect medium supplemented with 10% fetal calf 
serum is added. Cultivation is then continued at 27 degrees C for four days. 



The amplified fragment is isolated from a \% agarose gel using a 
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After four days the supernatant is collected and a plaque assay is performed, 
as descnbed by Summers and Smith, supra. An agarose gel with "Blue Gal" (Life 
Technologies Inc.. Gaithersburg) ,s used to allow easy identification and isolation of 
eal-expressmg clones, which produce blue-stained plaques. (A detailed descnption of 
5 a "plaque assay" of this tN-pe can also be found in the users guide for insect cell 
culture and baculovirology distnbuted by Life Technologies Inc.. Gaithersburg. page 
9-10.) After appropriate incubation, blue stained plaques are picked with the tip of a 
micropipettor (e.g., Eppendorf). The agar contammg the recombinant viruses ,s then 
resuspended in a microcentrifuge tube contaimng 200 ul of Grace's medium and the 
10 suspension contammg the recombinant baculovims is used to mfect Sf9 cells seeded 
m 35 mm dishes. Four days later the supematants of these culture dishes are 
harvested and then they are stored at 4 degree C. 

To venfy the expression of the polypeptide. Sf9 cells are grown in Grace's 
medium supplemented wuh 10% heat-inactivated FBS. The cells are infected with 
15 the recombinant baculovims containing the polynucleotide at a multiplicity of 
mfection ("MOI") of about 2. If radiolabeled proteins are desired, 6 hours later the 
medium is removed and is replaced wuh SF900 II medium minus methionine and 
cysteine (available from Life Technologies Inc.. Rockville, MD). After 42 hours, 5 
uCi of "S-meth.onine and 5 uCi ^^S-cysteine (available from Amersham) are added. 
.0 The cells are further mcubated for 1 6 hours and then are har^'ested by centnfugation. 
The proteins are analyzed by SDS-PAGE followed by autoradiography (if 
radiolabeled). 

Microsequencmg of the amino acid sequence of the ammo terminus of 
purified protein may be used to determine the ammo terminal sequence of the 
25 produced FGFR5 polypeptide. 

Example 8: Expression ofFGFRS in Mammalian Cells 

FGFR5 polypeptide can be expressed m a mammalian cell. A typical 
mammalian expression vector contains a promoter element, which mediates the 
30 initiation of transcnption of mRNA, a protein coding sequence, and signals required 
for the tennination of transcription and polyadenylation of the transcript. Additional 
elements include enhancers. Kozak sequences and intervening sequences flanked by 
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donor and acceptor sites for RNA splicing. Highly efficient transcription is achieved 
with the early and late promoters from SV40. the long terminal repeats (LTRs) from 
Retroviruses, e.g., RSV, HTLVI, HIVl and the early promoter of the c>tomegalovirus 
(CMV). However, cellular elements can also be used (e.g., the human actin 
5 promoter). 

Suitable e.xpression vectors for use in practicing the present invention include, 
for example, vectors such as pSVL and pMSG (Pharmacia, Uppsala, Sweden), 
pRSVcat (ATCC 37152), pSVZDHFR (ATCC 37146), pBC12MI (ATCC 67109), 
pCMVSport 2.0, and pCMVSport 3.0. Mammalian host cells that could be used 
10 include, human Hela, 293, H9 and Jurkat cells, mouse NIH3T3 and CI 27 cells, Cos 1, 
Cos 7 and CVl, quail QCl-3 cells, mouse L cells and Chinese hamster ovary (CHO) 
cells. 

Alternatively, FGFR5 polypeptide can be expressed m stable cell lines 
containing the FGFR5 polynucleotide integrated into a chromosome. The co- 

15 transfection with a selectable marker such as DHFR, gpt, neomycin, hygromycin 
allows the identification and isolation of the transfected cells. 

The transfected FGFR5 gene can also be amplified to express large amounts 
of the encoded protein. The DHFR (dihydrofolate reductase) marker is useful in 
developing cell lines that carry several hundred or eve ^veral thousand copies of the 

20 gene of interest. (See, e.g., Alt, F. W et al., J. Biol. ^hem. 253:1357-1370 (1978); 
Hamlin, J. L. and Ma, C Biochem. et Biophys. Acta, 1097:107-143 (1990); Page, M. 
J. and Sydenham, M. A., Biotechnology 9:64-68 (1991).) Another useful selection 
marker is the enzyme glutamme synthase (GS) (Murphy et al., Biochem J. 227:277- 
279 (1991); Bebbington et al., Bio/Technology 10:169-175 (1992). Using these 

25 markers, the mammalian cells are grown in selective medium and the cells with the 
highest resistance are selected. These cell lines contain the amplified gene(s) 
integrated into a chromosome. Chinese hamster ovary (CHO) and NSO cells are 
often used for the production of proteins. 

Derivatives of the plasmid pSV2-DHFR (ATCC Accession No. 37146), the 

30 expression vectors pC4 (ATCC Accession No. 209646) and pC6 (ATCC Accession 
No.209647) contain the strong promoter (LTR) of the Rous Sarcoma Virus (Cullen et 
al., Molecular and Cellular Biology, 438-447 (March, 1985)) plus a fragment of the 
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CMV-e,^ancer (Boshan e. al.. Cell 4,:52..530 , 1085, , MuU.ple clonmg s„es. e.g.. 
..„h .h. rcsmcon enz^e cleavage «es Ba.Hl. Xbal and ..sp7,8. facH.at. ,he 
clomn. of FGFR5, The vectors also comam .he v .n.ron. .he poKadenylauon and 
,c™na„on s.gnal of ,he m prepro,„sul,n gene, and the .ouse DHFR gene .noet 

control of the SV40 early promoter. 

Specially. ,he plasmid pC4 ,s digested .,.h BamHI and Kpnl and then 
dephosphorylated ustng calf in,e..,nal phosphates by procedures known m the an. 
The vector is then isolated from a 1% agarose gel- 

The cDNA sequence encodtng the FGFR5 protetn tn the deposited clone ,s 
) a^pUfied using PCR ohgonuCeotide pnme. correspondtng to the 5' 

of the gene. The 5' pn^er has the sequence ^'^'^^^'^^^ 
OCCATCATGACGAAGAGCCCCCTGTTOaOCTCCTG 3' (SEQ ID NO: 8 

contalntng the BantH, restnction enzyme site, an efficient si^a, 
translatton ,n eukaryonc ce.is (Ko.=t M., J Mo,. Si^. .96:947.950 0 9S7,,, 
5 followed hy a number of nucleotides of the s^uence of the FGFR5 protcn shown ,n 
Figures lA.C. In thts embodtntent, the 3' pnmer has the sequence . 
GCAGCASGTACSTTAGCACTGATAGTGTATGTGCTGOTGOACCTTO 3 

,SEQ ID NO: 9) contatmng the Kpnl restnction site followed by a number of 
nucleottdes complementary to the V sequence ,n Ftgures ,A-C. Altentatively 

A . n^,^iifv the full-lencnh extracellular domain ol tne 
20 following 3' primer may be used to amplify the lull lengtn 

F0FR5 protetn shown ,n SEQ ID N0:1. The 3' pnmer has the sequence 
GCAGCAQSIACETTAAGTGGCCGAGGACGAGGAGGCCACAGGTGGC 

(SEQ ID NO: 15) 

,n one specific embodiment, the 5' pnmer has the sequence 
25 5'GCAGCAQGAK£CGCCATCAACGCCACCTACAAGGTGGATGT 3' (SEQ ID 

NO: 10, eontaimng the BamHI restncfion enzyme sue, ^'^^ ^^^ ^ 

intttatton of translatton ,n eukatyofic cells (Kozak, M.. J. Mo,. » 

(1987,) followed by a number of nucleotides of the sequence of the FGFR5 protetn 

Shown ,n Figures lA-C. ht this embodiment, the 3' pnmer , 
30 GCAGCAG2IACCTTAAGTGGCCGAGGACGA0GAGGCCACAGGTGGC . 

(SEQ ID NO: 11) contatnmg the Kpnl restriction stte followed by a number of 
nucleotides complementary to the 3' sequence in Figures 1 A-C. 
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If a naturally occumng signal sequence is used to produce a secreted protein, 
the vector does not need a second signal peptide. Alternatively, if a naturally 
occumng signal sequence is not used, the vector can be moditled to include a 
heterologous signal sequence in an effort to secrete the protein from the cell. (See, 
5 e.g., WO 96/34891.) 

The amplified fragment is then digested with the BamHI and Kpnl and 
purified on a 1% agarose gel using a commercially available kit ("Geneclean," BIO 
101 Inc., La Jolla, Ca.). The isolated fragment and the dephosphorylated vector are 
then ligated with T4 DNA ligase. E. coli HBlOl or XL-1 Blue cells are then 

10 transformed and bactena are identified that contain the fragment inserted into plasmid 
pC4 usmg, for instance, restriction enzyme analysis. 

Chinese hamster ovary cells lacking an active DHFR gene is used for 
transfection. Five |ig of the expression plasmid pC4 is cotransfecied with 0.5 ug of 
the plasmid pSVneo using lipofectin (Feigner et al., supra). The plasmid pSV2-neo 

15 contains a dominant selectable marker, the neo gene from Tn5 encoding an enzyme 
that confers resistance to a group of antibiotics including G418. The cells are seeded 
in alpha minus MEM supplemented with 1 mg/ml G418. After 2 days, the cells are 
trynsinized and seeded in hybridoma cloning plate Greiner, Germany) in alpha 
m :s MEM plemer ^d with 10, 25 >r 50 ng/ml of metothrexate plus \ .2jm\ 

20 G418. After about 10-14 days single clones are trypsinized and then seeded in 6-well 
petn dishes or 10 ml flasks using different concentrations of methotrexate (50 nM, 
100 nM, 200 nM, 400 nM, 800 nM). Clones growing at the highest concentrations of 
methotrexate are then transferred to new 6-well plates containing even higher 
concentrations of methotrexate (1 uM, 2 uM, 5 uM, 10 mM, 20 mM). The same 

25 procedure is repeated until clones are obtained which grow at a concentration of 100 - 
200 uM. Expression of FGFR5 is analyzed, for instance, by SDS-PAGE and Western 
blot or by reversed phase HPLC analysis. 

Example 9: Construction of N-Terminal and/or C-Terminal Deletion Mutants 

30 The following general approach may be used to clone a N-terminal or C- 

terminal deletion FGFR5 deletion mutant. Generally, two oligonucleotide primers of 
about 15-25 nucleotides are derived from the desired 5' and 3' positions of a 
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poK.uc.eo.iae of SEQ ID N0:1. The . and .v p„s„,o„s of .he powers a.e 
Je.em,>ned based on ,he des.red FGFR5 po,>™c,eo„de fra^.n,. A. inn,a.,on and 
„„p ,„.on a,e added .0 ,he r and pnme. respcc.eK, ,f necessa.v. ,0 e.pres, .he 
FGFR5 po,vpep.,de frag^en, encoded by .he po,™.c,eo.,d= f.a^en. Fr=.e.ed 
; FGFR5 po,™uc,eo..de fra^ems are .hose encoding .he N-.enn,nal and C-.e™,na, 
d=,e„on ™.an,s diseiosed above ,n .he -Po.ynuelecde and Po>yp=p..de F.a^en.s 
section of the Specification. 

AddUional nueleof.des con,a,n,„g resmenon s,.es .0 fae.hu.e clon.ns 0, he 
FGFR5 po,ynucleo,ide ftagmen. ,n a desi^d vector may also be added .0 ,he 5 and 
0 pnnrer sequences. The FGFR5 pol^ucleoUde fra^en. .s ar^plife^ 

». ro. .h= depos„ed eONA Cone „s.n. .he appropna,e PCR oh.o„«c,eo., e 
p,„e.s and eond,„„ns discussed here,n or known ,n *e ar.. The FGFR5 pofypep 
Un.s encoded by .he FGFRS po,ynnc,eo,ide fragn.«.,s of .he P-"' --- 
Jbe expressed and punfred ,n .he same .enera, — as .he ulUeng* 
po ypep-raes, a,.hou.h ron..ne n,od,r,ea.ions may be necess^ due ,0 U,e ^erer^^ 
L leLa, and physica, propenres be»ee„ a parUc* fngmen. and m ,eng.h 

"'"Ta means of e.emphf.n. bn, no. hm,.in. .he presen. — -he 
po,yn„c,.o..de e„eod.„. .he FGFRS po,ypep.,de fta^en, V. .0 P-.S5 ,s amp W 
,0 Lined as follows: A 5' pnmer ,s aeneraled compns.ng a res.ne.ron enzyme sue 
Iwed by an ln.,.a,lo„ eodon .n .ame w,.h ,he po,y.ueleo„de se,uenee encodm 
^ portion of U,e polypep-de fra^en, beg.r„mg 

.omp« 3. pnmer Is ,enera.ed compHsrn, a res.r.e.,o„ ^^^^ 
,y a S.OP codon m frame wi.h .he polynucleotide se,uence encod,ng Cermma, 
.5 por.ionof.heFGFR3polypep.idefragmen.end.ngwi.hP.185. 

' The amplifedpolynueleohdef^gmen. and .he expression vecror are d,ges 

w„h res.nc.,on enzymes wh.eh reco^,ze .e s,.es .n ,he pnmers The d,^ ed 
po,y„„c,eo.,des are .hen ,iga,ed .oge,Ker. The FGFR5 P»'V.ucleo.,«^^^^ 
nsLed ,n,o .he r.s..c.ed expression vec.or. preferably ,n a manner whrch places * 
30 FGFRS polvpepride fragmen. codrng region downsfream from .he promorer. The 
jU puivH H o . r ^^/,- relk usine Standard procedures 

Uganon mixture is transformed into competent E. coU cells using P 
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colonies and the identity of the cloned DNA contlrmed by restriction analysis, PCR 
and DNA sequencing. 

Example 10: Protein Fusions of FGFR5 

FGFR5 polypeptides are preferably fused to other proteins. These fusion 
proteins can be used for a vanety of applications. For example, fusion of FHFRS 
polvpeptides to His-tag, HA-tag, protein A, IgG domains, and maltose binding ^.lOteii 
facilitates purification. (See Example 5; see also EP A 394,827; Traunecker, et al.. 
Nature 331:84-86 (1988).) Similarly, fusion to IgG-1, IgG-3, and albumin increases 
the halflife time in vivo. Nuclear localization signals fused to FGFR5 polypeptides 
can target the protein to a specific subcellular localization, while covalent heterodimer 
or homodimers can increase or decrease the activity of a fusion protein. Fusion 
proteins can also create chimeric molecules having more than one function. Finally, 
fusion proteins can increase solubility and/or stability of the fused protein compared 
to the non-fused protein. All of the types of fusion proteins described above can be 
made by modifying the following protocol, which outlines the fusion of a polypeptide 
to an IgG molecule.. 

Briefly, the human Fc portion of the IgG molecule can be PCR amplified, 
using pnmers that span the 5' and 3' ends of the sequence described below. These 
pnmers also should have convenient restnction enzyme sites that will facilitate 
cloning into an expression vector, preferably a mammalian expression vector. 

For example, if pC4 (Accession No. 209646) is used, the human Fc portion 
can be ligated into the BamHI cloning site. Note that the 3' BamHI site should be 
destroyed. Next, the vector containing the human Fc portion is re-restricted with 
BamHI, linearizing the vector, and FGFR5 polynucleotide, isolated by the PCR 
protocol described in Example 1, is ligated into this BamHI site. Note that the 
polynucleotide is cloned without a stop codon, otherwise a fusion protein will not be 
produced. 

If the naturally occurring signal sequence is used to produce the secreted 
protein, pC4 does not need a second signal peptide. Alternatively, if the naturally 
occurring signal sequence is not used, the vector can be modified to include a 
heterologous signal sequence. (See, e.g., WO 96/34891.) 
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Human IgG Fc region: r-rrrrr 
GGOATrCGC,AGCCC.^^.«CTTCTGACAAAACTCACACATGCCCACCOTGC 

CCAGCACCTGAATTCOAGGOTGCACCCTCAGTCTTCCTCTTCCCCCC.AA,« 
CCC.A.AOGACACCCTCATOATCTCCCGGACTCCTGAOGTCACATGCGTOGT 

OGTGGACOTAAGCCACOAAGACCCTGAGGTCAAGTTCAACTGOTACGTGG 
ACGGCGTGGAGGTGCATAATGCCAAGACAAAGCCGCGGGAGGAGCAGTA 

CAACAGCACGTACCGTGTGGTCAGCGTCCTCACCGTCCTGCACCA^^^^^^^^^ 
GGCTGAATGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAGCCCTCCC.A 
ACCCCCATCGAGAAAACCATCTCCAAAGCCAAAGGGCAOCCCCGAG^C 
CACAGOTGTACACCCTGCCCCCATCCCGGGATGAGCTGACCAAGA^^^^^^^^ 

GTCAGCCTGACCTGCCTGGTCAAAGOCTTCTATCCAAGCGACATCGCC^^^ 
GGAGTGGGAGAGCAATGGGCAGCCGGAOAACAACTACAAGACCACGCCT 

CCCGTGCTGGACTCCGACGGCTCCTTCTTCCTCTACAGCAAGCTCACCGTG 

.5 GACATGAGCAGGTGGCAGCAGGOGAACGTCTTCTCATGCrCCGTGA^^^^^ 
?GAGGCTaGCACAACCACTACACGCAGAAGA0CCTCTCCCTGTCTCCOG 

GTAAATGAGTGCGACGGCCGCGACTCTAGAGGAT (SEQ ID N0:12) 
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Example 11: Production of an Antibody 

The .n,ibod,es of U,e pr.e„. mv.n,» can be prepared by a vane,y o 
■ methods. (See. Curren, Protocols, Chaprer 2.) For exanrple, cells e.pressmg FGFR5 

„,„ be .dminisured .0 an « ^' ~' 

polyclor^l anHbodies. U- a prefe^d meUrod. a preparaUon or FGPR5 pro.e.n ,s 
prepared a^ purified .0 render „ subsranrially free of natural con—, S cb 
.5 preparation Is tben tntroduced tnto an anima, ,n order to produce polyclonal anttsera 

of ereater specific activity. 

" ,„ the most preferred ntethod, the an-bodles of the present ,n.e„., n are 
monoclonal a„t,bod,es (or pro.etn blndtng fragn,ents thereof). Such — ' 
a„„bod,es can be prepared us,n. hybndo^a tec^olosy. (K.h « e. a N.ur 
30 256.4,5 ,1975). KOhler et al.. Eur. i. hnntunol. 6:5U (1976); Ko l.r et al Et. . 
Immunol. .2,2 (1976,, HammcHms et a... in: Monoclonal Anttbodtes ^ «^ 
Hybndontas, Elsev.er. N.Y., pp, 563-681 ,I9SI)., In general, such procedures 
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involve immunizing an animal (preferably a mouse) with FGFR5 polypeptide or, 
more preferably, with a secreted FGFR5 poKpcptide-expressing cell. Such cells may 
be cultured in any suitable tissue culture medium; however, it is preferable to culture 
cells in Earle's modified Eagle's medium supplemented with 10% fetal bovine serum 
5 (inactivated at about 56 degree C), and supplemented with about 10 gl of 
nonessential amino acids, about 1,000 U/ml of penicillin, and about 100 ug/ml of 
streptomycin. 

The splenocytes of such mice are extracted and fused with a suitable myeloma 
cell line. Any suitable myeloma cell line may be employed in accordance with the 

10 present invention; however, it is preferable to employ the parent myeloma cell line 
(SP20), available from the ATCC. After fusion, the resulting hybridoma cells are 
selectively maintamed in HAT medium, and then cloned by limiting dilution as 
described by Wands et al. (Gastroenterology 80:225-232 (1981).) The hybridoma 
cells obtained through such a selection are then assayed to identify clones which 

1 5 secrete antibodies capable of binding the FGFR5 polypeptide. 

Alternatively, additional antibodies capable of binding to FGFR5 polypeptide 
can be produced in a two-step procedure using anti-idiotypic antibodies. Such a 
method makes use of the fact that antibodies are themselves antigens, and therefore, it 
is possible to obtain an antibody which binds to a second antibody. In accordance 

20 with this method, protein specific antibodies are used to immunize an ammal, 
preferably a mouse. The splenocytes of such an animal are then used to produce 
hybridoma cells, and the hybndoma cells are screened to identify clones which 
produce an antibody w^hose ability to bind to the FGFR5 specific antibody can be 
blocked by FGFR5 Such antibodies comprise anti-idiotypic antibodies to the FGFR5 

25 specific antibody and can be used to immunize an animal to induce formation of 
further FGFR5 specific antibodies. 

It will be appreciated that Fab and F(ab')2 and other fragments of the 
antibodies of the present invention may be used according to the methods disclosed 
herein. Such fragments are typically produced by proteolytic cleavage, using 

30 enzymes such as papain (to produce Fab fragments) or pepsin (to produce F(ab')2 
fragments). Alternatively, secreted FGFR5 protein-binding fragments can be 
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produced .taough .h= app.,ca„o„ of recombm^, DNA technology or rhrough 

SN-nihetic chemistry. 

■ For ,n v,vo use of am,bod,cs .n l,ama„s, « may be preferable >o use 
.,,u.a„,zcd- ch,n,enc monoclonal am.bod.e. Such a„„bod.es can be produced 
usrng oenenc construes denved from hybndoma cells producng ,he monoclonal 
amWies descrrbed abov. Methods for producng ch.menc .„„bod,es are known ,n 
,he ar, (See, for rev.evy. Mo^son. Science 229:1202 .1985. 0, e, a,., 
BioTechn„ues 4:214 ,„S6.; CabiHy e, a,.. U.S. Paten, No. 4,16.567. Tan.guch, et 
, EP ni496; Momson e. al.. EP .73494; Ncuberger et al., WO 8601,3.. Robtnson 
ec al.. WO 8702671; Boulianne e, al.. Nature 3.2:643 (.984); Neuberger e. a... Nature 
314:268(1985).) 

present invenUon from a library ofscFvs. 

Naturanv occunng V-genes isolated ftt>m human PBU are constructed mto a 
large library of'a„..body fra^ents «hich contain reactivities against HypeP'-^e of 
the present invention to whtch the donor may or may no. have been exposal (see e.g.. 
U.S. Patent 5,885,793 incorporated herem m ,ts entirety by reference). 



10 A. Rescue of the library 

A library of scFvs ,s constructed from the RNA of human PBLs as descn 
in WO92/0.047. To rescue phage displa^ng anttbody fta^ents. approximately 
B. coh harbouHhg the phagemtd are used to tnoculate 50 ml of 2xTy contamm. /. 
glucose and .00 mg/ml of amp,ci..in ,2xTV-AMP-GLU) and grown t„ an OX.^ of 0. 
:5 wtth shading. Five ml of thts culture is used to innoculate 50 m, of ^^^V -MP-GIX^ 
7 times lO- TU of delta gene 3 helper (M.3 D gene see WO92/0.047) are added 
and the cu.ture tncubated at 37« C. for 45 mmutes without shaking and then at 37 C. 
for 45 mtnutes with shaking. The culture is centrifitged at 4000 r.p.m. for .0 mm. a^d 

J ^ 1 . f «f ivTY containine 100 mg/ml ampicilhn and 5U 
the pellet resuspended in 2 liters of of 2xTY containing s' , , . :„ 

„v,t Phatre are orepared as descnbed in 
30 mg/mi kanamycm and grown overnight. Phage are prep 

WO92/01047, 
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M13 D gene III is prepared as follows: M13 D gene III helper phage does not 
encode gene III protein, hence the phage(mid) displaying antibody fragments have a 
greater avidity of binding to antigen. Infectious M13 D gene III particles are made by 
growing the helper phage in cells harbounng a pUC19 denvative supplying the wild 
5 type glll protein dunng phage morphogenesis. The culture is incubated for 1 hour at 
37° C. without shaking and then for a further hour at 37'' C. with shaking. Cells were 
spun down (lEC-Centra 8, 4000 revs/min for 10 min), resuspended in 300 ml 2xTY 
broth containing 100 mg ampicillirLml and 25 mg kanamycin/ml (2xTY- AMP-KAN) 
and grown overnight, shaking at 37° C. Phage particles ar rifled and concentrated 
10 from the culture medium by two PEG-precipitations ibrook el al., 1990), 
resuspended m 2 ml PBS and passed through a 0.45 n filter (Minisart NML; 
Sartonus) to give a final concentration of approximately transducing units/ml 
(ampicillin-resistant clones). 

1 5 B. Panning of the library 

Inununotubes (Nunc) are coated overnight in PBS with 4 ml of either 100 
mg/ml or 10 mg/ml of a polypeptide of the present invention. Tubes are blocked with 
2% Marvel-PBS for 2 hours at 37° C. and then washed 3 times in PBS. 
Approximately 10^^ TU of phage is applied to the tube and incubated for 30 minutes 

20 at room temperature tumbling on an over and under turntable and then left to stand for 
another 1.5 hours. Tubes are washed 10 times with PBS 0.1% Tween-20 and 10 times 
with PBS, Phage are eluted by adding 1 ml of 100 mM triethylamine and rotating 15 
minutes on an under and over turntable after which the solution is immediately 
neutralized with 0.5 ml of 1,0M Tris-HCl, pH 7.4. Phage are then used to infect 10 ml 

25 of mid-log E. coli TGI by in+cubating eluted phage with bacteria for 30 minutes at 
37° C. The E. coli are then plated on TYE plates containing 1% glucose and 100 
mg/ml ampicillin. The resulting bacterial library is then rescued with delta gene 3 
helper phage as described above to prepare phage for a subsequent round of selection. 
This process is then repeated for a total of 4 rounds of affinity purification with tube- 

30 washing increased to 20 times with PBS, 0.1% Tween-20 and 20 times with PBS for 
rounds 3 and 4. 
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C. Characterization of binders 

Fluted phaee from the 3rd and 4th rounds of selection are used to infect E, col. 
HB ^IM and soluble scFv ,s produced (Marks, et al.. 1991 . from smgle colonies for 
assav ELlSAs are performed wuh m.crot.tre plates coated wuh either 10 pg'ml ot the 
polvpeptide of the present invention in 50 mM bicarbonate pH 9.6. Clones positive ,n 
ELISA are funher charactenzed by PGR fmgerpnnting (see e.g.. WO92/01047) and 
then by sequencing. 



15 



20 
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Example 13: Method of Determining Alterations in the FGFR5 Gene 

RNA isolated from entire families or individual patients presentmg with a 
phenotype of interest (such as a disease) is be isolated. cDNA is then generated firom 
these RN A samples using protocols known in the art. (See, Sambrock.) The cDNA 
.s then used as a template for PGR. employing primers surrounding regions of interest 
in SEQ ID NO: 1 . Suggested PCR conditions consist of 35 cycles at 95 degree G for 
30 seconds; 60-120 seconds at 52-58 degree C; and 60-120 seconds at 70 degree G, 
usmg buffer solutions descnbed in Sidransky, D., et al., Science 252:706 (1991). 

PGR products are then sequenced usmg pnmers labeled at their 5' end with 14 
polynucleotide kinase, employing SequiTherm Polymerase. (Epicentre 
Technologies). The intron-exon borders of selected exons of FGFR5 is also 
determined and genomic PGR products analyzed to confimt the results. PGR 
products harboring suspected mutations in FGFR5 is then cloned and sequenced to 
validate Ihe results ofthe direcl sequencing. 

TCR products of F0FR5 arc cloned into T-tatled vectors as descnbed m 
Holton. T.A. and Grahatn. M.W., Nucleic Acds Researcl,. 19:1,56 ,199,, and 
sequenced with T7 polymerase (United Sutes Biochemtcal), Affected indtviduals are 
idemiOed by mutations in FGFR5 not present ,n unaffected indtviduals. 

Genomic rearrangements are also observed as a method of determtmng 
alterauons ,n .he FGFR5 gene. Genomic clones isolate! accordmg to Example 2 are 
„,ck.,rans.ated w,th digoxtgemndeoxyundtne .-tnphosphate (Boehringer Manheu.)^ 
and FISH performed as descrtbed ,n Johnson, Cg. et al. Methods Cell Biol. 35:73-99 
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(1991). Hybndization with the labeled probe is carried out using a vast excess of 
human cot-1 DNA for specific hybridization to the FGFR5 genomic locus. 

Chromosomes are counierstained with 4,6-diamino-2-phenylidole and 
propidium iodide, producing a combination of C- and R-bands. Aligned images for 
5 precise mapping are obtained using a tnple-band filter set (Chroma Technology, 
Brattleboro, VT) in combination with a cooled charge-coupled device camera 
(Photometncs, Tucson, AZ) and vanable excitation wavelength filters. (Johnson, Cv. 
et al.. Genet. Anal. Tech. Appl., 8:75 (1991).) Image collection, analysis and 
chromosomal fractional length measurements are performed using the ISee Graphical 
10 Program System. (Inovision Corporation, Durham, NC.) Chromosome alterations of 
the genomic region of FGFR5 (hybridized by the probe) are identified as insertions, 
deletions, and translocations. These FGFR5 alterations are used as a diagnostic 
marker for an associated disease. 

15 Example 14: Method of Detecting Abnormal Levels of FGFR5 in a Biological 
Sample 

FGFR5 polypeptides can be detected in a biological sample, and if an 
increased or decreased level of FGFR5 is detected, this polypeptide is a marker for a 
particular phenotype. Methods of detection are numerous, and thus, it is understood 
20 that one skilled in the art can modify the following assay to fit their particular needs. 

For example, antibody-sandwich ELISAs are used to detect FGFR5 in a 
sample, preferably a biological sample. Wells of a microtiter plate are coated with 
specific antibodies to FGFR5 at a final concentration of 0.2 to 10 ug/ml. The 
antibodies are either monoclonal or polyclonal and are produced by the method 
25 described in Example 11. The wells are blocked so that non-specific binding of 
FGFR5 to the well is reduced. 

The coated wells are then incubated for > 2 hours at RT with a sample 
containing FGFR5. Preferably, serial dilutions of the sample should be used to 
validate results. The plates are then washed three times with deionized or distilled 
30 water to remove unbounded FGFR5. 

Next, 50 ul of specific antibody-alkaline phosphatase conjugate, at a 
concentration of 25-400 ng, is added and incubated for 2 hours at room temperature. 
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The plates a,e again washed three u,.es u„h de,o„,«d o, d.stiUed water to remove 

unbounded coniugate. 

Add ul of 4.n,e,hvlu,„bell,feryl phosphate (MWl or p-ttttrophenyl 

phosphate (NPP) suhstrate solution to each well and ,ncub,te 1 hour a, too™ 
temperature. Measure the reaetton by a nticrotuer plate reader. Prepare a standard 
curve usmg sertal d.luttons of a control sample, and plot FGFR5 polypeptide 
concentratton on the X-axis ,log scale) and fluorescence or absorbancc of the V-ax,s 
Oinear scale,. Interpolate the concentration of the FGFR5 in the sample ustng the 
Standard curve. 
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Example 15: Formulating a Polypeptide 

The FGFR5 composihon will be formulated artd dosed in a fashior. consistent 
wUh good med-cal practice, talc.g tnto account the chntcal condition of the individual 
pat.ent (espec.ally the side effects of treatment wtth the FGFR5 polypeptide alone), 
15 the sue of delivery, the method of admmtstratton, the scheduUng of adm.mstratton. 
and other factors known to practmoners. The "effective amount" for purposes herem 
is thus determined by such considerations. 

AS a general proposttion, the total pharmaceuttcally effective amount of 
FGFR5 administered parenterally per dose w.l, be in the range of about lugflcg/day to 
20 ,0 mg*g/day of pattern body wetght. although, as noted above, thts will be subject to 
therapeuttc discretton. More preferably, thts dose ,s at leas, 0.01 mg«cg/day, an most 
preferablyforhumansbetweenabo«.0,0.andlmg/Rg/dayfor,hehormo„e. Ifgtven 

continuously, FGFR5 is typically admintstered a, a dose rate of about 1 ug/lcg/ho„r to 
about 50 u^kg^our. etther by M injecttons per day or by conttnuous subcutaneous 
25 tntotons, for example, ustng a mtni-pump. An intravenous bag solution may also be 
employed. The length of treatment neMed to observe changes and the mterva 
following treatment for responses to occur appears to vary depending on the destred 



effect. 



Phamtaceuttcal compositions containing FGFR5 are administered orally, 
30 rectallv, parenterally, tntractstemally, tnttavagtaally, tntrapentoneally, toptcally (as by 
powders, otntments, gels, drops or transdermal patch,, bucally, or as an oral or nasal 
spray. ■•Phamtaceut.cally acceptable carrier- refers to a non-toxic solid, semtsoltd or 
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liquid filler, diluent, encapsulating matenal or formulation auxiliary of any type. The 
term "parenteral" as used herein refers to modes of administration which include 
intra\enous, intramuscular, intrapentoneaL intrastemal, subcutaneous and 
intraarticular injection and infusion. 
5 FGFR5 is also suitably administered by sustained-release systems. Suitable 

examples of sustained-release compositions include semi-permeable polymer matrices 
in the form of shaped articles, e.g., films, or mirocapsules. Sustained-release matrices 
include poiylactides (U.S. Pat. No. 3,773,919, EP 58,481), copolymers of L-glutamic 
acid and gamma-ethyl-L-glutamate (Sidman, U. et al., Biopolymers 22:547-556 

10 (1983)), poly (2- hydroxyethyl methacrylate) (R. Langer et al., J. Biomed. iMater. Rt 
15:167-277 (1981), and R. Langer, Cham. Tech. 12:98-105 (1982)), ethylene vmyl 
acetate (R. Langer et al.) or poly-D- (-)-3-hydroxybutyric acid (EP 133,988). 
Sustained-release compositions also include liposomally entrapped FGFR5 
polypeptides. Liposomes containing the FGFR5 are prepared by methods known per 

15 se: DE 3,218,121; Epstein et aL, Proc. Natl. Acad. Sci. USA 82:3688-3692 (1985); 
Hwang et aL, Proc. Natl. Acad. Sci. USA 77:4030-4034 (1980); EP 52,322; EP 
36,676; EP 88,046; EP 143,949; EP 142,641; Japanese Pat. AppL 83-118008; U.S. 
Pat. Nos. 4,485,045 and 4,544,545; and EP 102,324. Ordinarily, the liposomes are of 
the small (about 200-800 Angstroms) unilamellar type in which the lipid content is 

20 greater than about 30 mol. percent cholesterol, the selected proportion being adjusted 
for the optimal secreted polypeptide therapy. 

For parenteral administration, in one embodiment, FGFR5 is formulated 
generally by mixing it at the desired degree of purity, in a unit dosage injectable form 
(solution, suspension, or emulsion), with a pharmaceutically acceptable carrier, i.e., 

25 one that is non-toxic to recipients at the dosages and concentrations employed and is 
compatible with other ingredients of the formulation. For example, the formulation 
preferably does not include oxidizing agents and other compounds that are known to 
be deleterious to polypeptides. 

Generally, the formulations are prepared by contacting FGFR5 uniformly and 

30 intimately with liquid carriers or finely divided solid carriers or both. Then, if 
necessary, the product is shaped into the desired formulation. Preferably the carrier is 
a parenteral carrier, more preferably a solution that is isotonic with the blood of the 
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.c.p,en,. Examples of such cam« veh.Ces ,nc,u.e wa.e. sa.,ne. .ineer's so.uc.on, 
,c«rose so,„uo„. Non-aqueous veK.c.s such as f.xed o,,s an. e,hy, o.ca. a. 

also useful herein, as well as liposomes. 

The ca™, su,.ably coma.ns mmor amoun.s of add,„ves such as subs.anccs 
. .ha, *„ce .so™,.,, and chen„cal s.abU„v Such .a,ena,s arc non-.ox.c ,o 
™p,en,s a, .he dosages and coneen„a„ons employed, and .nciude hu.ers such 
ph„spha,e. c,»e. succ,na,e. aceuc acd. and o,he. o,gan,c acds or ,heu sa ^ 
Loxidants such as ascorbic acid; ,ow mo,ec„,ar wergh, «ess rhan abou. .en 
L,dues, po,>.ep.ides. e... poWarsimne or .npephdes. pro.eins, such as ser.m 
0 a,bum,„, ge.a.,n, or immunoglobulins; hydrophilic polymers such 

l.,„v,plhdonc; am,no acids, such as „yc,ne. gluum.c acd. aspan.c ac.d or 
,,„,„e;l„osacchandes,disaccHaHdes,a„do.herca.ohyd„.es.nc«^^^^^ 
on.s denva.,ves. glucose, manose, or dex,ri„s. chelaling agen,s such as EDTA, sugar 
:;l,s such as ma„n„ol or sorbi.oh cou„.e,io„s such as sod.um; a„d,or non,o„.c 
15 surfacm..ssuchaspolysorha,es,poloxamers,orPEG. 

F0FR5 ,s .yp,cally formulared in such vehicles a. a conce„«.on of abou a, 
m,ml .0 .00 mg/ml, preferably MO mg/ml, a, a pH of abou. 3 .o 8. U - ^ 
unLood ma. ,he use of cea.n of .he forego.ng exc,p,e„.. earners, or s.ab.l,«rs 
will result in .he tormalion of polypeptide saUs. 

FGFR5 used for .herapcu^c adm.n.s.ranon can be s.en.e. S.e„h.y -s read.ly 
■ accompUshed by f,Ura,io„ .hrcugh s.en.e r„ua.,on membranes (e.g.. 0. rmc^n 
membranes,. Therap»u.ic polypep.de composn.ons generally are placed ,n, 
:n.a,nerhLgas.e„,eaceesspor., for example, an,nuavenoussolu.,o„bag or v,a, 

having a sropper p.ereeable by a hypodemric injecnon needle. 
,5 .oZ po.ypep.iaes ord-naHly will be srored in urn, or mul.,.ose con.a.ne. 

for example, sealed ampoules or v,als. as an a,ueous soWon or as a lyoph, .e 
lula., on for reco„s.i.u.io„. As an example of a lyophilized formular.on, lO-m 
lis are filled w,.h 5 ml of slenle-flllered 1% (wM a,ueous FGFR5 po.ypep..d 
and .he resuUmg mixmre is lyophil..ed. The ,n,i,s,on so,u.io„ .s prep.e^ 
30 by recons.„u.,ng ,he ,yophih.ed EGFR3 po,ypep.ide us,ng bae.e„osu.,c Wa.er.for. 
Injection. 
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The invention also provides a pharmaceutical pack or kit compnsing one or 
more containers filled with one or more of the ingredients of the pharmaceutical 
compositions of the invention. Associated with such container(s) can be a notice in 
the form prescribed by a governmental agency regulating the manufacture, use or sale 
of pharmaceuticals or biological products, which notice reflects approval by the 
agency of manufacture, use or sale for human administration. In addition, FGFR5 
may be employed in conjunction with other therapeutic compounds. 



Example 16: Method of Treatment Using Gene Therapy - In Vivo 

JO Another aspect of the present invention is using in vivo gene therapy methods 

to treat disorders, diseases and conditions. The gene therapy method relates to the 
introduction of naked nucleic acid (DNA, RNA, and antisense DNA or RNA) FGFR5 
sequences into an animal to increase or decrease the expression of the FGFR5 
polypeptide. The FGFR5 polynucleotide may be operatively linked to a promoter or 

1 5 any other genetic elements necessary for the expression of the FGFR5 polypeptide by 
the target tissue. Such gene therapy and delivery techniques and methods are known 
in the art, see, for example, WO90/1 1092, W098/1 1779; U.S. Patent NO. 5693622, 
5705151, 5580859; Tabata H. et al. (1997) Cardiovasc. Res. 35(3):470-479, Chao J et 
al. (1997) Pharmacol. Res. 35(6):5 17-522, Wolff J.A, (1997) Neuromuscul. Disord. 

20 7(5):314-318, Schwartz B. et al. (1996) Gene Ther. 3(5):405-41 1, Tsurumi Y. et al. 
(1996) Circulation 94(12):328 1-3290 (incorporated herein by reference). 

The FGFR5 polynucleotide constructs may be delivered by any method that 
delivers injectable matenals to the cells of an animal, such as, injection into the 
interstitial space of tissues (heart, muscle, skin, lung, liver, intestine and the like). The 

25 FGFR5 polynucleotide constructs can be delivered in a pharmaceutically acceptable 
liquid or aqueous carrier. 

The term "naked" polynucleotide, DNA or RNA, refers to sequences that are 
fi-ee from any delivery vehicle that acts to assist, promote, or facilitate entry into the 
cell, including viral sequences, viral particles, liposome formulations, lipofectin or 

30 precipitating agents and the like. However, the FGFR5 polynucleotides may also be 
delivered in liposome formulations (such as those taught in Feigner P.L. et al. (1995) 
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.<™ NY Acad. SC. -7::i:6-.:w and Abdallah B, c, al .1^95) B,oL Ml S5,..:l-7. 
which can be prepared by ,„e.hods well known ,o those skilled ,n .he ar.^ 

The FGFR5 polv.uclecde veCor construes used ,n ,he gene therapy method 
are preferabiv cons^cts that will no. integrate tnto the host eenonne nor w,l, tney 
, contatn sec,„ences that allow for repltcatton. .Any strong promoter known to those 
" sktlW ,n the ar, can be nsed for dnvtng the expresston of DNA. Unltke other gene 
theraptes ,ech„i<,ues. one .a,or advantage of tntroducing naked nncletc acd 
sequences tnto targe, cells ts the transitory nature of the poly^ucleottde s>™hes,s ,n 
,he cells Studtes have shown that non-repltcattng DNA sequences can be tntroduced 
,„ ,n,o cells to provide producnon of the desired polypeptide for penods of up to stx 

"'""""the F0FR5 polvnucleottd. construe, can be delivered to the ,n,erst,tial space 
of ttssues wtthin the an animal, tncluding of pancreas, kidney, 

,5 bone, canilage, gall bladder, stomach, intestine, testis, ovary, uterus, rectum, nervous 
system eye. gland, and co^ecttve t.ssue. Interstitial space of the ..ssues compnses 
L tntereellular nu.d. ™ucop„lysacchar,de matnx among the "^^j' ^ 

tissues, elastic fibers in the walls of vessels or chamber, collagen fibe. o ftbr^ 
tissues, or that same matnx w.thin comtecttve tissue ensheathtng musde cells o n 

and the lymph Huid of the lymphattc channel Deltvery to the tntersttttal spa« of 
muscle tissue is prefened for the reasons dtscussed below. They may be conve ,e 
delivered by injection into the ttssues compnstng these cells. They are prefera ly 
elive^d to and expressed ,n persistent, non-dtvidtng cells whtch are dtfferenna e. 
2. although delivery and expression may be achieved in non-differennate or 

completely differentiated cells, such as, tor example, stem cells of blood or sktn 
flblasts ,„ vi. muscle cells are pantcularly competent ,n thetr abtlrty to take up 

and express polynucleotides. 

For the naked FGFR5 polynucleotide injection, an effecttve dosage amount 
30 DNA or RNA will be ,n the range of from about 0.05 g/kg body wetgM to about 50 
m,t bodv wetght. Preferably the dosage wtll he from about 0.005 mg/kg to abou, 
; mk and more preferably from about 0.05 mg,.g to about 5 mg*g. Of course. 
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as the artisan of ordinary skill will appreciate, this dosage will vary according to the 
tissue site of injection. The appropriate and effective dosage of nucleic acid sequence 
can readily be determined by those of ordinary skill in the an and may depend on the 
condition being treated and the route of administration. The preferred route of 
5 administration is by the parenteral route of injection into the interstitial space of 
tissues. However, other parenteral routes may also be used, such as, inhalation of an 
aerosol formulation particularly for delivery to lungs or bronchial tissues, throat or 
mucous membranes of the nose. In addition, naked FGFR5 polynucleotide constructs 
can be delivered to artenes dunng angioplasty by the catheter used in the procedure. 

10 The dose response effects of injected FGFR5 polynucleotide in muscle in vivo 

is determined as follows. Suitable FGFR5 template DNA for production of mRNA 
coding for FGFR5 polypeptide is prepared in accordance with a standard recombinant 
DNA methodology. The template DNA, which may be either circular or linear, is 
either used as naked DNA or complexed with liposomes. The quadriceps muscles of 

15 mice are then injected with various amounts of the template DNA. 

Five to six week old female and male Balb/C mice are anesthetized by 
intraperitoneal injection with 0.3 ml of 2.5% Avertin. A 1.5 cm incision is made on 
the anterior thigh, and the quadriceps muscle is directly visualized. The FGFR5 
template DNA is injected in 0.1 ml of carrier in a 1 cc syringe through a 27 gauge 

20 needle over one minute, approximately 0.5 cm from the distal insertion site of the 
muscle into the knee and about 0.2 cm deep. A suture is placed over the injection site 
for future localization, and the skin is closed with stainless steel clips. 

After an appropriate incubation time (e.g., 7 days) muscle extracts are 
prepared by excising the entire quadriceps. Every fifth 15 um cross-section of the 

25 individual quadriceps muscles is histochemically stained for FGFR5 protein 
expression. A time course for FGFR5 protein expression may be done in a similar 
fashion except that quadriceps from different mice are harvested at different times. 
Persistence of FGFR5 DNA in muscle following injection may be determined by 
Southern blot analysis after preparing total cellular DNA and HIRT supematants from 

30 injected and con* mice, '^he results of the above experimentation in mice will be 
used to extrapr proper osages and other treatment parameters in humans and 
other anima is .g FGFR5 naked DNA. 
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It wUl be clear that the invention may be practiced othenv.se than as 
pantcularlv descnbed in the foregoing description and exan^ples. Numerous 
.odit'icattons and vanations of the present invention are possible ,n light of the above 
tcachmes and. therefore, are w.th.n the scope of the appended claims. 

5 The enure disclosure of each document c.ted (includmg patents, patent 

apphcattons. journal arttcles, abstracts, laboratory manuals, boo.s. or other 
disclosures) tn the Background of the Invention, Detailed Descnpt.on. and Examples 
is hsrebv incoiporated herein by reference. 

Moreover, .he sequence submiued herewith ,n paper and conrpurer readable 

10 form are herein incorporated by reference in therr entireiies. 

Example 17: FOFRSTnitsgmic Animals 

The FGFR5 polypeptides can also be expressed in nransgemc ammals. 
Animals of anv spec.es, including, but no, linrtted to. mice, ..ts, rabbits, hantsters, 
,5 guinea ptgs. pigs, micro-p.gs, goats, sheep, cows and non-human pnmates, e.g., 
baboons, monkeys, and chimpanzees may be used to generate transgenrc ammals. In a 
spectftc emhodtment, techntques described heretn or otherwise known in the art, are 
used to express polypepttdes of the invention .n humans, as part of a gene therapy 

protocol. . 
,0 Any technique known m the ar, may be used to mtroduce the .ransgene (t.e. 

polvnucleotides of the invention, tnto animals to produce the founder hues of 
transgenic animals. Such techniques tnclude, but are not limtted to, pronuc e. 
microinjection (Paterson et al., Appl. M.crobtol. Btotechnol. 40:691.6.S ,9 4); 
Carver et al., B,otech„ology (NY) n-.1263.1270 (1993); Wright et a... Biotechnology 
,5 (NY, 9.830.834 ,199,); and Hoppe et al.. U.S. Pat. No. 4,873.19, (,989„; retrov.rus 
mediated gene transfer into germ lines (Van der Pnnen et a,., Proc. Nat,. Acad. Sc., 
USA 8>6148-6,52 (,985„, blastocysts or embryos; gene ^trgeting in embryomc 
stem cells (Thompson et al.. Cell 56:313-32, (,989)); electroporatton of cells or 
embrvos ,Lo, ,983, Mol Cell. Biol. 3:,803-,8,4 (1983)); tntroduction of the 
30 poivnucleottdes of the tnvention ustng a gene gun (see. e.g., Ulmer et al., Sctence 
,59 ,745 (1993,; imroducng nudeic acid constructs into embryomc pleurrpotem 
;,em cells and transfemng the stem cells back into the blastocyst; and sperm- 
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mediated gene transfer (Lavitrano et al., Cell 57:717-723 (1989): etc. For a review of 
such techniques, see Gordon, "Transgenic Animals," Intl. Rev, Cytol. 115:171-229 
(1989), which is incorporated by reference herein in its entirety. 

Any technique known in the art may be used to produce transgenic clones 
containing polynucleotides of the invention, for example, nuclear transfer mto 
enucleated oocytes of nuclei from cultured embryonic, fetal, or adult cells induced to 
quiescence (Campell et aL, Nature 380:64-66 (1996); Wilmut et al.. Nature 385:810- 
813 (1997)), 

The present mvention provides for transgenic animals that carry the transgene 
in all their cells, as well as animals which carry the transgene in some, but not all their 
cells, i.e., mosaic animals or chimeric. The transgene may be integrated as a single 
transgene or as multiple copies such as in concatamers, e.g., head-to-head tandems or 
head-to-tail tandems. The transgene may also be selectively introduced into and 
activated in a particular cell type by following, for example, the teaching of Lasko et 
al. (Lasko et al., Proc. Natl. Acad. Sci. USA 89:6232-6236 (1992)). The regulatory 
sequences required for such a cell-type specific activation will depend upon the 
particular cell type of interest, and will be apparent to those of skill in the art. When 
it is desired that the polynucleotide transgene be integrated into the chromosomal site 
of the endogenous gene, gene targeting is preferred. 

Briefly, when such a technique is to be utilized, vectors containing some 
nucleotide sequences homologous to the endogenous gene are designed for the 
purpose of integrating, via homologous recombination with chromosomal sequences, 
into and disrupting the function of the nucleotide sequence of the endogenous gene. 
The transgene may also be selectively introduced into a particular cell type, thus 
inactivating the endogenous gene in only that cell type, by following, for example, the 
teaching of Gu et al. (Gu et aL, Science 265:103-106 (1994)). The regulatory 
sequences required for such a cell-type specific inactivation will depend upon the 
particular cell type of interest, and will be apparent to those of skill in the art. The 
contents of each of the documents recited in this paragraph is herein incorporated by 
reference in its entirety. 

Once transgenic animals have been generated, the expression of the 
recombinant gene may be assayed utilizing standard techniques. Initial screening 
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™av be accompUshed by So„,b=™ b,o, anaKs.s PCR .ccb„,qucs ,o analyze a„,n,a 
„ssu« ,0 venfv ,ba, ,„,egra,.on of ,be .ransgene has >a.e„ place. The level o, mRNA 
.,p„„,o„ .f ,he .ram«„e in the ..ssues of the >ranss=n,c an.mals may also be 
Issess'e'd us.ne ,echn„ues wh,ch ,nc,ude. bu, are no, l,™.ed ,o. Nonhe™ bio, analys.s 
, of „ssue samples ob,a,n=d ft»m .he ammal. ,h snu bybnd,za.,o„ analys,s, and reverse 
„a„sc„p,ase.PCR .rt-PCR). Samples of rransgen.c ge„e-e.press,ng rrssue nray also 
be evaluared ,mn,unocyochem,cally or imnrunohis.ochemicall, «s,ng anhbod.es 
specific for the transgene product. 

once ,he founder ammals are produced, rhey may be bred, rnbred. ourbred, or 
,0 crossbred ,0 produce colonres of .he parhcular ammal. Examples of such breedmg 
s,ra.eg,es ,ncLde, bu. are no. „m,.ed .o: ou.breed.„g of founder ammals w„h more 
.ban one ,n.e^a.,on s..e ,n order .0 es.abUsh separa.e „ne. .nbreeding of separa 
hues ,n order .o produce compound .ransgemcs .ha. express ,he .ransgene a. b,gher 
levels because of ,he effecs of addn.ve expression of each .ransg^ne, crossing of 
,5 hererozvgous .ransgenrc ammals .o produce animus homozygous for a g,ve„ 
,me^a.on si,e in order .0 bo.h au^en. expression and e,im,n.e .he need f. 
screlg of ^r^^ by DNA analysis; cross.ng of separate homozygous nes 
produce compound he.=.zygous or homozygous Imes; and breedmg .0 p>a« .he 
Lgene on a dis.inc. background ,ha, is appropna.e for an expenme„.al mode, of 

'""Tr^gemc animals of *e ■ny«,..on have uses whrch mCude. bu, are no. 
„m,.ed .0. anima, mode, sys.ems usefu, ,n e,abora.,ng ,be b,o>o,ca, hmc.on o 
F0FR5 po.ypep..d=s. sfud^ng co.^.,ions and/or d,sorders assoc,a,ed .,.b abe.an 
FGFR5 expressron. and in screemng for compounds effecve m amehoranng such 
25 conditions and/or disorders. 

Example 18: FGFR5 Knock-Out Animals 

Endogenous F0ER5 gene express,on can a,s„ be reduced by .nacvaung or 
W,ng ou." .be FGFR5 gene and/or ,.s promo.er us,ng urgered homologous 

1 Kiotnr^ ^17 ''30-''34 (1985); Thomas & 
,0 recomb,nano„. (E.g.. see Sm,.h,es e. aU Na. re 3,7 30 - 

Capecch,. Ce„ 51;503-512 (1987); Thompson e. a,.. Cel, 5.313 (I I. 
wWch .s .ncorporared by reference herem ,n i.s en.,re,y>. For example, a mu,an.. non- 
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functional poK-nucleotide of the invention <or a completely unrelated DNA sequence) 
flanked by DNA homologous to the endogenous polynucleotide sequence (euher the 
coding regions or regulatory regions of the gene) can be used, with or wuhout a 
selectable marker and/or a negative selectable marker, to transfect cells that express 
polypeptides of the invention m vivo, fn another embodiment, techniques known in 
the art are used to generate knockouts in cells that contain, but do not express the gene 
of interest. Insertion of the DNA construct, via targeted homologous recombination, 
results in inactivation of the targeted gene. Such approaches are particularly suited in 
research and agricultural fields where modifications to em^-yonic stem cells can be 
used to generate animal offspnng with an inactive targeted jne (e.g., see Thomas & 
Capecchi 1987 and Thompson 1989, supra). However thu -pproach can be routinely 
adapted for use in humans provided the recombinant DNA constructs are directly 
administered or targeted to the required site in vivo using appropriate viral vectors 
that will be apparent to those of skill in the art. 

In further embodiments of the invention, cells that are genetically engineered 
to express ' e polypeptides of the invention, or alternatively, that are genetically 
engineered not to express the polypeptides of the invention (e.g., knockouts) are 
administered to a patient in vivo. Such cells may be obtained from the patient (i.e., 
animal, including human) or an MHC compatible donor and can include, but are not 
limited to fibroblasts, bone marrow cells, blood cells ( e.g. , lymphocytes), adipocytes, 
muscle cells, endothelial cells etc. The cells are genetically engineered in vitro using 
recombinant DNA techniques to introduce the coding sequence of polypeptides of the 
invention into the cells, or alternatively, to disrupt the coding sequence and/or 
endogenous regulatory sequence associated with the polypeptides of the invention, 
e^, by transduction (using viral vectors, and preferably vectors that integrate the 
transgene into the cell genome) or transfection procedures, including, but not limited 
to, the use of plasmids, cosmids, YACs, naked DNA, electroporation, liposomes, etc. 
The coding sequence of the polypeptides of the invention can be placed under the 
control of a strong constitutive or inducible promoter or promoter/enhancer to achieve 
expression, and preferably secretion, of the FGFR5 polypeptides. The engineered 
cells which express and preferably secrete the polypeptides of the invention can be 
introduced into the patient systemically, e.g., in the circulation, or intrapentoneally. 
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.Uen^auvelv. the cells can be incorporated .nto a .a.nx and ..planted ,n the 
' H fibroblasts can be .mplamed as part of a skm graft; 

bodv e^. genetically engineered fibroblasts can 

vascular <^aft. (See, for example, .\nderson ei a 
0 example, the cells may pvtracellular environment, does 

FGFR5 expression, and in screening 
conditions and/or disorders. 

Bindmg of a hgand to a receptor ,s ^^^^ 

— • '™r— . . : — — — 

,„s,eadof.hec.,c,um nuorescen. molecule, nuo.3,used here. 
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For adherent cells, seed the cells at 10,000 -20,000 cells/well in a Co-star 
black 96-well plate with clear bottom. The plate is incubated in a CO: incubator for 
20 hours. The adherent cells are washed two times m Biotek washer with 200 ul of 
HBSS (Hank^s Balanced Salt Solution) leaving 100 ul of buffer after the final wash. 
5 A stock solution of 1 mg/ml fluo-3 is made in 10% pluronic acid DMSO. To 

load the cells with fluo-3, 50 ul of 12 ug/ml fluo-3 is added to each well. The plate is 
incubated at 37 degree C m a CO: incubator for 60 min. The plate is washed four 
times in the Biotek washer with HBSS leaving 100 ul of buffer. 

For non-adherent cells, the cells are spun down from culture media. Cells are 

10 re-suspended to 2-5x10^ cells/m: with HBSS in a 50-ml conical tube. 4 ul of 1 mg/'ml 
fluo-3 solution in 10% pluronic acid DMSO is added to each ml of cell suspension. 
The tube is then placed in a 37 degree C water bath for 30-60 min. The cells are 
washed twice with HBSS, resuspended to 1x10^ cells/ml, and dispensed into a 
microplate, 100 ul/welL The plate is centrifuged at 1000 rpm for 5 min. The plate is 

15 then washed once in Denley Cell Wash with 200 ul, followed by an aspiration step to 
100 ul final volume. 

For a non-cell based assay, each well contains a fluorescent molecule, such as 
fluoo. The supernatant is added to the well, and a change in fluorescence is detected. 
To measure the fluorescence of intracellular calcium, the FLIPR is set for the 

20 following parameters: (1) System gain is 300-800 mW; (2) Exposure time is 0.4 
second; (3) Camera F/stop is F/2; (4) Excitation is 488 nm; (5) Emission is 530 nm; 
and (6) Sample addition is 50 ul. Increased emission at 530 nm indicates an 
extracellular signaling event caused by a molecule, either FGFR5 or a molecule that 
has binding specificity to FGFR5, such as a ligand, the binding of which has resulted 

25 in an increase in the intracellular Ca"^"^ concentration. 

Example 20: Stimulation of Endothelial Migration 

This example will be used to explore the possibility that FGFR5 may stimulate 
lymphatic endothelial cell migration, 
30 Endothelial cell migration assays are performed using a 48 well 

microchemotaxis chamber (Neuroprobe Inc., Cabin John, MD; Falk, W., Goodwin, R. 
H. J., and Leonard, E. J. "A 48 well micro chemotaxis assembly for rapid and 
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accurate «asuremen, of leukoc^ m.grauon;' / 

„S0' "-19.^47, PoK.,nvlp)Trol,<ion.-fr.e polycarbonate filters w„h a pore s.ze of 
8 a^'tNucleopore Co^ Cambndge, MA. arc coated 0 .c,a„„ for a. lea. 0 
,„„rs a, roo. temperature aud dned under stenle a,r. Test substances are d.luted ,o 
appropnate concentrattons ,„ M199 supplemented wtth 0.5% bovtne serum albumm 
,L, and ^5 ul of the final dtlutton is placed ,n the lower chamber o, the mod.fied 
Bovden appLatus. Subconnuent. earlypassage ,2.6, HUVEC or BMEC cultures are 
washed and tr>ps,n,zed for the mtmmum time re,u,red to achteve eel, detachmen 
After plactng the filter between lower and upper chamber. 2.5 x 10- cells suspended 
,„ 50 ul M,99 contatnmg 1% FBS are seeded m the upper companment. The 
apparatus ,s then tneubated fo, 5 hours a. 37X ,n a humtdif.ed chamber wtth 5 . 
C02 ,0 allow eel, migrafon. After the mcubation penod. the ftlter is removed and dte 
upper side of the ft.ter w„h the non-mtgrated ee,ls is scraped with a n"^^" P— 
The filters are fixed w„h methanol and stained w„h a Giemsa solufon (M-Qutck. 
Baxter, McGraw Par., IL). Migrahon ts quantified by counting cells of three random 
Mgh-power fields (40x) m each well, and all groups are perfonned in ^'^^"^^ 

The studies descnbed m thts example tested acnvtty in F0FR5 protem. 
However, one skilled in the art eould easily modtfy the exemplified studies to test the 
activtty of FGFR5 pol^ucleottdes (e.g., gene therapy), agomsts, and/or antagontsts 
20 FGFR5. 

We 21: W-""'"""" »/^«* ^ T H ator 

«c oxide released by the vascular endothelium ts belteved to be a medtator 

of vascular endotheltum relaxatton. Thus, FGFR5 activtty can be assayed by 
-5 detenttntng nttric oxide production by endothelial cells tn response to FGFR5. 

.itrtc oxtde is measured in 96.well plates of conlluen. mtcrovascular 
endotheltal cells after 24 hours starvatton and a subse<,ue„t 4 hr exposure to vanous 
levels of a posiuve control (such as VEGF-l, and FGFR5. Ntmc oxtde ,n the 
lum ,s detenrrmed by use of the Gness reagent to measure total n™« ^r 
30 reducuon of mtnc oxtdcdenved mtrate by nttrate reductase. The effect of FGFR5 on 
nitnc oxide release is examined on HUVEC. 



15 
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Briefly, NO release from cultured HUVEC monolayer is measured with a 
NO-specific polarographic electrode connected to a NO meter (Iso-NO, World 
Precision Instruments Inc.) (1049). Calibration of the NO elements is performed 
accordmg to the following equation: 

2 KNO: + 2 KI ^ 2 H2SO4 6 2 NO ^ I2 + 2 H2O + 2 K2SO4 

The standard calibration curve is obtained by addmg graded concentrations of 
KNO: (0, 5, 10, 25, 50, 100, 250, and 500 nmol/L) into the calibration solution 
containing KI and H2SO4. The specificity of the Iso-NO electrode to NO is 
previously determined by measurement of NO from authentic NO gas (1050). The 
culture medium is removed and HUVECs are washed twice with Dulbecco's 
phosphate buffered saline. The cells are then bathed in 5 ml of filtered Krebs- 
Henseleit solution in 6-well plates, and the cell plates are kept on a slide warmer (Lab 
Line Instruments Inc ) To maintain the temperature at 37°C. The NO sensor probe is 
inserted vertically into the wells, keeping the tip of the electrode 2 mm under the 
surface of the solution, before addition of the different conditions. S-nitroso acetyl 
penicillamin (SNAP) is used as a positive control. The amount of released NO is 
expressed as picomoles per 1x10^ endothelial cells. All values reported are means of 
four to six measurements in each group (number of cell culture wells). See, Leak et 
ai Biochem. and Biophys. Res. Comm. 277:96-105 (1995). 

The studies described m this example tested activity in FGFR5 protein. 
However, one skilled in the art could easily modify the exemplified studies to test the 
activity of FGFR5 polynucleotides (e.g., gene therapy), agonists, and/or antagonists of 
FGFR5. 

Example 22: Angiogenic Effect on Chick Chorioallantoic Membrane 

Chick chorioallantoic membrane (CAM) is a well-established system to 
examine angiogenesis. Blood vessel formation on CAM is easily visible and 
quantifiable. The ability of FGFR5 to stimulate angiogenesis in CAM can be 
examined. 

Fertilized eggs of the White Leghorn chick {Gallus gallus) and the Japanese 
qual {Cotiirnix coturnix) are incubated at 37.8°C and 80% humidity. Differentiated 
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CA.M of 16-day.o.d cWck and U-day-old <,ual embryos ,s s,ud,ed .h= followmg 

methods. r u i 

On Dav 4 of developmem. a window ,s made ,mo ,he egg shell of chick eggs. 

The emhrvos are checked for no^a, deve.opmen, and ,he eggs sealed u„h cello.ape 

5 Thev are'furfher rncubared un„l Day 13. The— coversUps (Nunc. Napemlle, 

,L, are cu. ln,o disks of ahou, 5 mm in drameter. Srenle and sal.-ftee gro«h facors 

are dissolved in di.„lled warer and abou, 3.3 mg/ 5 ml are pipe>.ed on ,be drsks. After 

a,r-dr™g .he inverted drsks are apphed on CAM. After 3 days, the specimens are 

,,ed',n 3.. glutaraldehyde and :% fomtaldeMe and nnsed m 0 U M sod.nn 

,„ cacodvlate buffer. They are photographed w,th a stereo mrcroscope (Wrld M , and 

embedded for sem,- and ultrathm sectioning as descnbed above. Controls are 

performed with carrier disks alone. 

The studres descnbed m thrs example tested activity in F0FR5 profm. 
However, one skilled m the an co„,d easrly modify the exemplified studies to test the 
,5 acttvtty of FGFR5 polynucleondes (e.g., g«>e therapy), agonists, and/or antagomsts of 
FGFR5. 

E.^ple 23: Rescue cfMema in RaM Lo^er Umb Model 

TO study the rn vrvo effects of F0FR5 on tschem.a, a rabbi, hindhmb tschem a 
,0 mode, is created by surgrca, removal of one femoral anenes as descnbed previou^y 

(Takeshita. S. « .1. ^. "^^■^'"'^'^ " * 

femora, artery res„,ts m rerro^ade propagatton of thrombus »^ -'"^ 
extenta, i,iac arte^. Conscuerttly, Mood Oow to ihe tschemtc rmb ,s d^en en, 
upon coUatera, vesse,s ongmating from the interna, ihac artery (Ta^esh,.. S. « 
25 I J. PrttW N7..,649.,6» (.995,). An interva, of ,0 days ,s a„owcd for po.- 
operatrve recovery of rabbfts and deveiopmem of endogenous co„atera, vessCs^ A 
,0 day post.operat,ve,y (day 0), after performing a basehne angio^, tl-e ,n,emal 
,„ac rtery of ,he rschemic „mb is transfected with 500 mg naked F0FR5 expresston 
asm,d b^ anena, gene ,ra.fer tech„o,ogy usrng a hyd.ge,.oated ba, - .t e. 
30 as descnbed (..essen, R. « Hu. Oe.. ner. ..749.75S ,,993, LeCerc 0. . 
J an ;-v«,. 90: 936.944 < ,992,,. When FGFR5 is used m the treamtent, a stngie 
Wus of 500 mg FGFR5 prorern or comro, ,s dehvered ,n,o the .nt^na, iliac artery of 



SUBSTITUTE SHEET (RULE 2«) 




PCm'S99/!3620 



the ischemic limb over a penod of 1 mm. through an infusion catheter. On day 30, 
vanous parameters are measured in these rabbits: (a) BP ratio - The blood pressure 
ratio of systolic pressure of the ischemic limb to that of normal limb: (b) Blood Flow 
and Flow Reser\'e - Resting FL: the blood flow during undilated condition and Max 
5 FL: the blood flow dunng fully dilated condition (also an indirect measure of the 
blood vessel amount) and Flow Reserve is reflected by the ratio of max FL: resting 
FL; (c) .Ajigiographic Score - This is measured by the angiogram of collateral vessels. 
A score is determmed by the percentage of circles in an overlaying gnd that with 
crossing opacified anenes divided by the total number m the rabbit thigh; (d) 

10 Capillary density - The number of collateral capillanes determined in light 
microscopic sections taken from hindlimbs. 

The studies described in this example tested activity in FGFR5 protein. 
However, one skilled in the art could easily modify the exemplified studies to test the 
activity of FGFR5 polynucleotides (e.g., gene therapy), agonists, and/or antagonists of 

15 FGFR5. 



Example 24: Effect of FGFR5 on Vasodilation 

Since dilation of vascular endothelium is important in reducing blood 
pressure, the ability of FGFR5 to affect the blood pressure in spontaneously 

20 hypertensive rats (SHR) is examined. Increasing doses (0, 10, 30, 100, 300, and 900 
mg/lcg) of the FGFR5 are administered to 13-14 week old spontaneously hypertensive 
rats (SHR). Data are expressed as the mean +/- SEM. Statistical analysis are 
performed with a paired t-test and statistical significance is defined as p<0.05 vs. the 
response to buffer alone. 

25 The studies described in this example tested activity in FGFR5 protein. 

However, one skilled in the art could easily modify the exemplified studies to test the 
activity of FGFR5 polynucleotides (e.g., gene therapy), agonists, and/br antagonists of 
FGFR5. 
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Example 25: Rat Ischemic Skin Flap Model 

The evaluation parameters include skin blood flou. skin temperature, and 
factor Vlll immunohistochemistry or endothelial alkaline phosphatase reaction. 
FGFR5 expression, dunng the skin ischemia, is studied using m s.tu hybndization. 
5 The study in this model is divided into three parts as follows. 

a) Ischemic skin 

b) Ischemic skin wounds 

c) Normal wounds 

The experimental protocol includes: 
10 a) Raising a 3x4 cm, single pedicle full-thickness random skin flap 

(myocutaneous flap over the lower back of the animal). 

b) An exctsional wounding (4-6 mm in diameter) in the ischemic skm 

(skin-flap). T A 

c) Topical treatment with FGFR5 of the excisional wounds (day 0, 1, 3, 4 

15 post-woundmg) at the following vanous dosage ranges: Img to 100 mg. 

d) Harvesting the wound tissues at day 3, 5, 7, 10, 14 and 21 post-wound.ng 
for histological, immunohistochemical, and in situ studies. 

The studies descnbed m this example tested activity in FGFR5 protem. 
However, one skilled in the art could easily modify the exemplified studies to test the 
20 activity of FGFR5 polynucleotides (e.g.. gene therapy), agomsts, and/or antagomsts of 
FGFR5. 

Example 26: Peripheral Arterial Disease Model 

Angiogenic therapy using FGFR5 is a novel therapeutic strategy to obtain 
25 restoration of blood flow around the ischemia in case of peripheral artenal diseases. 
The experimental protocol includes: 

a) One side of the femoral artery is hgated to create ischemic muscle of 
the hindlimb, the other side of hindlimb seizes as a control. 

b) FGFR5 protein, in a dosage range of 20 mg - 500 mg, is delivered 
30 intravenously and/or intramuscularly 3 times (perhaps more) per week for 2-3 weeks. 

c) The ischemic muscle tissue ,s collected after Hgation of the femoral 



SUBSTITUTE SHEET (RULE 26) 



0024756A1 I > 



wo 00/247/ 




PCT/US99/13620 



artery at 1,2, and 3 weeks for the analysis of FGFR5 expression and histology. 
Biopsy is also performed on the other side of normal muscle of the contralateral 
hindlimb. 

The studies described in this example tested activity in FGFR5 protem. 
5 However, one skilled m the art could easily modify the exemplified studies to test the 
activity of FGFR5 polynucleotides (e.g., gene therapy), agonists, and/or antagonists of 
FGFR5. 

Example 2 7: Ischemic Myocardial Disease Model 

10 FGFR5 is evaluated as a potent mitogen capable of stimulating the 

development of collateral vessels, and restructuring new vessels after coronary artery 
occlusion. Alteration of FGFR5 expression is investigated in situ. The experimental 
protocol includes: 

a) The heart is exposed through a left-side thoracotomy in the rat. 
15 Immediately, the left coronary artery is occluded with a thin suture (6-0) and the 

thorax is closed. 

b) FGFR5 protein, in a dosage range of 20 mg - 500 mg, is delivered 
intravenously and/or intramuscularly 3 times (perhaps more) per week for 2-4 weeks. 

c) Thirty days after the surgery, the heart is removed and cross-sectioned 
20 for morphometric and in situ analyzes. 

The studies descnbed in this example tested activity in FGFR5 protein. 
However, one skill- 1 in the art could easily modify the exemplified studies to test the 
activity of FGFR5 nucleotides (e.g., gene therapy), agonists, and/or antagonists of 
FGFR5. 

25 

Example 28: Rat Corneal Wound Healing Model 

This animal model shows the effect of FGFR5 on neovascularization. The 
experimental protocol includes: 

a) Making a 1-1.5 mm long incision from the center of cornea into the stromal 

30 layer. 

b) Inserting a spatula below the lip of the incision facing the outer comer of 
the eye. 
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c) Mak.nu a pocket (its base ,s 1-1 .5 mm form the edge of the eye). 

d) Posmonmg a pellet, comammg 50ng- 5ug of FGFR5. wuhm the pocket. 

e, FGFR5 treatment can also be applied topically to the corneal wounds ,n a 
dosage ranee of 20mg - 500mg (daily treatment for five days). 

~ The studies descnbed in this example tested activity m FGFR5 protein. 
However, one skilled in the art could easily modify the exemplified studies to test the 
activity of FGFR5 polynucleotides (e.g., gene therapy), agomsts, and/or antagonists of 
FGFR5. 

, 0 E.a,nple 29: Diabetic Mouse and Glucocorticoid-Impaired Wound Healin, Models 
A. DIabaie db*Mb* Mouse ModeL 

To demonslrale tha> F0FR5 accelerate the healing process, the genetically 
<i,al,e.,c mouse model of wound healtng is used. The full thickness wound heaUng 
,5 model in the db./db* mouse ,s a well characterized. cWcally relevant and 
reproducible model of impaired wound heahng. Healing of the diabetic wound ts 
dependent on formation of granulatton tissue and re-epithelialization rather than 
contractton (Gartner. M.H. « ./.. / S-g. Res. 52:389 (1992); Oreenhalgh. D.O. e, 

20 The diabetic animals have many of the charactensttc features observed m 

Type 11 diabetes mellims. Homozygous (db+Mb*, mice are obese ,n companson to 
their nomul heterozygous (db*/™) Uttemtates. Mutant d.abettc (db^/db^l m,ce 
have a single autosomal recesstve mutation on chromosome 4 (db.) (Coleman e, al 
Froc Na,l Acad. Sci. VSA 77:283-293 (1982)). Animals show polyphagta, 
,5 polydtpsta and polyuda. Mutant dtabetic mice (db^/db.) have elevated blood 
glucose, increased or nomtal insulin levels, and suppressed cell-medtated immuntty 
(Mandel e, al. J. Immunol I20M15 (1978); Debray-Sachs, M. e, al. CI,,,. E.p. 
J„n.u.ol S,0>.V^ (1983); Leiter e, «/.. A.. J. of Fa,Hol ;»:«■» (1985)). 
Peripheral neuropathy, myocardial complicattom, and mtcrovascular lestons, 
30 basemen, membrane thtckening and glomerular filtratton abnormalittes have been 
descnbed ,n these antmals (Nondo, F. e, al. E.p. Neurol «f2;:221.232 (1984); 
Robertson « al. Diobe.es 2m.m.<,l (1980); Giacomelli e, al. lab /»« 
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40{4):460-473 (1979); Coleman, D.L., Diabetes 31 iSuppl)\\-6 (1982)). These 
homozygous diabetic mice develop hyperglycemia that is resistant to insulin 
analogous to human type 11 diabetes (Mandel ct ai, J. Immunol I20\\Z15-\311 
(1978)). 

5 The charactenstics observed in these animals suggests that healing m this 

model may be similar to the healing observed in human diabetes (Greenhalgh, et ai. 
Am. J. of Pathol. 1235-1246 (1990)). 

Genetically 'iabetic female C57BL/TCsJ (db-^/db^) mice and their non-diabetic 
(db^/+m) heterozygous littermates are used in this study (Jackson Laboratories). The 

10 animals are purchased at 6 weeks of age and were 8 weeks old at the beginnmg of the 
study. Animals are individually housed and received food and water ad libitum. All 
manipulations are performed usmg aseptic techniques. The experiments are 
conducted according to the rules and guidelines of Human Genome Sciences, Inc. 
Institutional Animal Care and Use Conmiittee and the Guidelines for the Care and 

1 5 Use of Laboratory Animals. 

Wounding protocol is performed according to previously reported methods 
(Tsuboi, R. and Rifkin, D.B., J. Exp. Med. 772:245-251 (1990)). Briefly, on the day 
of wounding, animals are anesthetized with an intraperitoneal injection of Avertin 
(0.01 mg/mL), 2,2,2-tribromoethanol and 2-methyl-2-butanol dissolved in deionized 

20 water. The dorsal region of the animal is shaved and the skm washed with 70% 
ethanol solution and iodine. The surgical area is dned with stenle gauze pnor to 
wounding. An 8 mm full-thickness wound is then created using a Keyes tissue punch. 
Immediately following wounding, the surrounding skin is gently stretched to 
eliminate wound expansion. The wounds are left open for the duration of the 

25 experiment. Application of the treatment is given topically for 5 consecutive days 
commencing on the day of wounding. Prior to treatment, wounds are gently cleansed 
with sterile saline and gauze sponges. 

Wounds are visually examined and photographed at a fixed distance at the day 
of surgery and at two day intervals thereafter. Wound closure is determined by daily 

30 measurement on days 1-5 and on day 8. Wounds are measured horizontally and 
vertically using a calibrated Jameson caliper. Wounds are considered healed if 
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^a„ula.,on „ssu= ,s no longer v,s>ble and .he wound .s covered .y a comrnuous 
'''""'fOFR^ . adminisrered usrng a, a ra„« d.fferen, d„.es of F0FR5, fron, 4.s 

50mL of vehicle solution. 

Animals are eurhanlzed on day 8 wirh an imrapen.oneal ,„,ec„on of so , m 
pen,o.arb„a, (300n,g/kg,. The wounds and surroundrng s.n are Ihen ha..s,ed for 
Lrologv and ,n,n,un„h,s,oche.,s,^. Tissue specrmens are placed ,„ 10. neutral 
suffered fonnal.h ,n rrssue casseues berween biopsy sponges for furrher proeessrng. 

Three groups of 10 anrnrals each ,5 diabeuc and 5 non-drabenc controls, are 
evaluaied: I) Vehicle placebo control. 2) FGFR5. 

wound closure rs a„a,>,cd by — g the area ,n the venrcal ^d 
horizontal a.s and obtatntng the tota, square a^ of -nd. Contrac^n ,s th. 
estimated by estabUshing the d.fferences between .he initial wound area^J) - 
« of post treatment (da, 8.. The wound area on day 1 was 64mm . the 
Ispolg Size Of the dermal punch. Calculattons were made ustn, the fo.lowtng 

formula: 

(Open area on day 8) - [Open area on day 1 ) / [Open area on day 1 1 

Spectmens are fixed ,n 10% buffered formal.n and paraffm embedded blocks 

are sectoned perpendteular ,0 the wour. 
Junj mtet^tome. Routine hematoxyltn.eosm (H&E) statntng .s per 
::Lsofbisec,edwound..H.s.olo.ce— nofthewoundsareusedto^^^^^^^ 

Whether the healtng process and the morphologic appearance o the repa.ed s. 
a,.„ed by treatment with .GPR5. Thts assessment tnclu^ ve„ .on f 
presence of eel, aecumuUion. inflammatory cells, captllane s r 
Ipitheltahzatron and eprdermal maturity (Greenhalgh, BX^.e. a, A^J^^o, 
;« P35 (1990)). A caUbrated lens micrometer is used by a bltnded observer 
, le s cuons arc also statned ,mmu,K,h.s.och=m,cally wtth a poly.ona 

rabb.ta„,t.human.eratman.,bodyus,ng.BCB,iteJc..on^^^^^^^ 
used as a posu.ve ussue control whUe non-.mmune IgG .s used as a n g 
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Keratinocyte growth is determined by evaluating the extent of reepithelialization of 

the wound using a calibrated lens micrometer. 

Proliferatmg cell nuclear antigea'cyclin (PCNA) m skm specimens is 

demonstrated by usmg anti-PCNA antibody (1:50) with an ABC Elite detection 
5 system. Human colon cancer served as a positive tissue control and human brain 

tissue is used as a negative tissue control. Each specimen included a section with 

omission of the primary annbody and substitution with non-immune mouse IgG. 

Ranking of these sections is based on the extent of proliferation on a scale of 0-8, the 

lower side of the scale reflecting slight proliferation to the higher side reflecting 
1 0 intense proliferation. 

Experimental data are analyzed usmg an unpaired t test. A p value of < 0.05 is 

considered significant. 

B. Steroid Impaired Rat Model 

15 The inhibition of wound heahng by steroids has been well documented in 

various in vitro and in vivo systems (Wahl, S.M. Glucocorticoids and Wound healing. 
In: Anti- Inflammatory Steroid Action: Basic and Clinical Aspects. 280-302 (1989); 
Wahl S.M.e/ a/., / Immunol. 115: 476-481 (1975); Werb, Z. et ai, J. Exp. Med. 
/^7: 1684- 1694 (1978)). Glucocorticoids retard wound healing by inhibiting 

20 angiogenesis, decreasing vascular permeability ( Ebert, R.H.. et ai. An, Intern. Med. 
57:701-705 (1952)), fibroblast proliferation, and collagen synthesis (Beck, L.S. et al. 
Growth Factors. 5: 295-304 (1991); Haynes, B.F. etaL^J. Clin. Invest. 61: 703-797 
(1978)) and producing a transient reduction of circulating monocytes (Haynes, B.F., 
et a!., y. Clin. Invest, 61: 703-797 (1978); Wahl, S. M., "Glucocorticoids and wound 

25 healing". In: Antiinflammatory Steroid Action: Basic and Clinical Aspects, 
Academic Press, New York, pp. 280-302 (1989)). The systemic administration of 
steroids to impaired wound healing is a well establish phenomenon in rats (Beck, L.S. 
et aL, Growth Factors, 5: 295-304 (1991); Haynes, B.F., et ai, J, Clin. Invest, 61: 
703-797 (1978); Wahl, S. M., "Glucocorticoids and wound heahng". In: 

30 .Antiinflammatory Steroid Action: Basic and Clinical Aspects, Academic Press, New 
York, pp. 280-302 (1989); Pierce, G.F. et ai, Proc. Natl, Acad. Sci. USA 86: 2229- 
2233 (1989)). 
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To demonstrate that FGFR5 can accelerate the healmg process, the effects of 
.uMple top,cal appHcauons of FGFR5 on full thickness excs.onal sk.n wounds m 
.ats m wh.ch heahng has been impaired by the systemic administrauon of 

melhvlprednisolone is assessed, 
5 ■ Youn. adul, male Sprague Dawley ra.s weighins 250-300 g .Charles R,v. 

Labora.on=s,'ar= used ,n *is example. Ue ammals are purchased a, 8 weeks of age 
a„d were 9 weeks old at .he begrrm.ng of .he s.udy. The healing response of ra,s .s 
,mpa,red bv ,he sys.emlc adn,m.s.a.,o„ of me.hy.pred„,solo„e (nm^.g,ra, 
,„,ramuscularlv, a, the .rme of wounding. Animals are .ndividuaUy housed and 
,0 reee,ved food and water muu.. All manipulations are performed using asep.,c 
,eohn,ques. Th,s study ,s conduced according .o .he nrles and guidelines of Human 
Genome Scences, Inc. Institut.onal Animal Care and Use Committee and the 
Guidelines for the Care and Use of Laboratory Animals. 

The wounding protocol ,s followed accordmg to section A, above. On the day 
,5 of wounding, animals are anesthen.ed with an tntramuscular injection of W«am,ne 
(50 m^g) and xylaztne (5 mg/kg). The dorsal region of .he antmal U shaved a^d *e 
skin washed wi* WA ethanol and todine soluttons. The surgtcal area is dned wtth 
sterile gauze prior to wounding. An 8 mm MMhtckness wound ,s created using a 
Keyes ttssue punch. The wounds are left open for .he duratton of the expenment. 
,0 Applications of the testtng materials are given top.cally once a day for 7 consecunve 
' dlys commencing on the day of woundtng and subse,uen, to methyipredmso.one 
adminisuation. Prtor to treatment, wounds are gently cleansed w,th stenle salme and 
eauze sponges. 

wounds a« visually examined and photographed at a fixed distance at the da, 
,5 of wounding and a, the end of treatment. Wound clo^re ,s determtned by datly 
' measurement on days ,.5 and on day 8 for Figure. Wounds are measured honzonully 
and vertically usmg a calibrated Jameson caltper. Wounds are considered healed ,f 
^anulatton ttssue was no longer vtsib.e and the wound is covered by a continuous 

30 """"'fGFRS .s admtntstcred ustng at a range dtffe«n. doses of FGFR5, from 4mg 

A A., fnr 8 davs in vehicle. Vehicle control groups received 
to 500mg per wound per day for 8 days in vemtic 

50mL of vehicle solution. 
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.Animals are euthanized on day S with an intraperitoneal injection of sodium 
pentobarbital (300mg/kg). The wounds and surrounding skin are then han esied for 
histology. Tissue specimens are placed in 10% neutral buffered formalin in tissue 
cassettes between biopsy sponges for further processing. 
5 Four groups of 10 animals each (5 with methylprednisolone and 5 without 

glucocomcoid) were evaluated: 1) Untreated group 2) Vehicle placebo control 3) 
FGFR5 treated groups. 

Wound closure is analyzed by measuring the area in the vertical and 
horizontal axis and obtaining the total area of the wound. Closure is then estimated 
10 by establishing the differences between the initial wound area (day 0) and that of post 
treatment (day 8). The wound area on day 1 was 64mm% the corresponding size of 
the dermal punch. Calculations were made using the following formula: 

[Open area on day 8] - [Open area on day 1 ] / [Open area on day 1 ] 

15 

Specimens are fixed in 10% buffered formalin and paraffin embedded blocks 
are sectioned perpendicular to the wound surface (5mm) and cut using an Olympus 
microtome. Routir ematoxylin-eosin (H&E) staining was performed on cross- 
sections of bisectec ids. Histologic examination of the wounds allows assessment 
20 of whether the heali ocess and the morphologic appearance of the repaired skin 
was improved by tre^. aent with FGFR5. A calibrated lens micrometer is used by a 
blinded observer to determine the distance of the wound gap. 

Experimental data are analyzed using an unpaired t test. A p value of < 0.05 is 
considered significant. 

25 The studies described in this example tested activity in FGFR5 protein. 

However, one skilled in the art could easily modify the exemplified studies to test the 
activity of FGFR5 polynucleotides (e.g., gene therapy), agonists, and/or antagonists of 
FGFR5. 

30 Example 30: Lymphadema Animal Model 

The purpose of this experimental approach is to create an appropriate and 
consistent lymphedema model for testing the therapeutic effects of FGFR5 in 
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,v„,pha„.o.=nes,s and „-es,ab„shm=n, of ,he ,v™pha..c crculaccv sys.em ,n .he ra. 
h,„d 'Effecvencss ,s measured by sweU.ng volume of affeccd Umb^ 
,„anm1ca,.o„ of ,be amoun, of ,y,.pha,ic vascula.ur. fofa, blood p,a.™ profeia, and 
h,s,opa.holo»v. Acufe .™ph.d™a ,s obse.ed for T-,0 days. Perhaps n,„re 
5 imporranrlv. .he chron.c progress of .he edema is followed for up .0 3-4 weeks. 

Prior .0 beg,n.in.. surgery, blood sample is drawn for pro,e,n concen.rauon 
a„a.ys,s Male ra.s we,gh,ng approxima.e.y -350g are dosed w,.h Pe„.obarb,.af 
Subse,ue„.iy. .he ngh. legs are shaved from knee .o hip. The shaved area .s swabbed 
wi,h .auze 'soaked .n 70% E«DH. Blood is drawn for semm .ou, p,.,e,n .esung. 
,0 Circumference and volume.nc mea3„remen.s are made pno, ,0 ,n,ee«„g dye ,n,o 
paws afrer .ar.ng ^ —en, leveis (0.5 cm above heel, a. ''^'^ 
paw, The ,n.radenna, dorsum of boU, righ. and left paws are inieced w,.h .05 m, f 
,./. Evans Blue, Circumference and volumemc measuremen,s are 4e„ made 
following injection of dye in.o paws. 
,5 using .he knee .o.m as a landmark, a mrd-ieg inguinal incsron ,s made 

circumferentially aUow,„g .he femoral vessels .0 be located. Eorceps and hemos.aU 
^ .ed ,0 dissec, and separare .he skin naps. After loca.ing .he femora, vessels, e 
lympha^c vessel to mns along s.de and undemea.h .he vesselfs, is loca^. The 
m^n lympha.,c vessels in .hrs area are ,hen elecncally co.gula.ed or s„«.re hgated^ 
JO ^sing a m,cr^ope. muscles ,n back of .he leg (near .he sem,.endmos,s and 

adducors, are blun.ly dissec.ed. The popli.eal l^ph node is .hen locaied. 
^ 2 proximal and 2 disUl lymphaUc vessels and d,s.al blood supply of d,e popU.eal 
„od. are .hen and Uga.ed by suturing. The poplnea. l^ph node, and any 
a^mpanying ad,pose ..ssue, ,s .hen removed by cu.,ing connecve ..ssues. 
,5 cares .aken .0 con.rol any mild bleeding resuUing from .his P-«^- 

' lymphancs are occluded. Ure skrn flaps .e sealed by using .i,u.d sku, (Velbond, ( A 
B?k, The separa.ed skrn edges are sealed .o ».e underlying muscle ,.ssue wh.le 

A.v..\^o Skin also may be anchored by sutunng to 
leaving a gap of -0,5 cm around the leg. Skrn aiso may 

underlying muscle when necessary. u j^- \ 

,0 TO avcd .nfechon, a„.ma,s are housed ind,v,dual,y w,.h mesh (no bedd,ng, 

Recovcng ammals are checked da,ly .l.ough U,e op.imal edemarous peak. wh,c^ 
typically occurred by day 5-7. The plaieau .dema.ous peak are .hen ob^ed. 
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evaluate the intensity of the lymphedema, the circumference and volumes of 2 
designated places on each paw before operation and daily for 7 days are measured. 
The effect plasma proteins on Ivmphedema is determined and whether protein 
analysis is a useful testing perimeter is also investigated. The weights of both control 
and edematous limbs are evaluated at 2 places. Analysis is performed in a blind 
manner. 

Circumference Measurements: Under bnef gas anesthetic to prevent limb 
movement, a cloth tape is used to measure limb circumference. Measurements are 
done at the ankle bone and dorsal paw b' different people then those 2 readings are 
averaged. Readings are taken from both rol and edematous limbs. 

Volumetric Measurements: On the day of surgery, animals are anesthetized 
with Pentobarbital and are tested prior to surgery. For daily volumetncs animals are 
under brief halothane anesthetic (rapid immobilization and quick recovery), both legs 
are shaved and equally marked using waterproof marker on legs. Legs are first 
dipped in water, then dipped into instrument to each marked level then measured by 
Buxco edema software(ChenA^ictor). Data is recorded by one person, while the other 
is dipping the limb to marked area. 

Blood-plasma protein measurements: Blood is drawn, spun, and serum 
separated pnor to surgery and then at conclusion for total protein and Ca2+ 
comparison. 

Limb Weight Comparison: After drawing blood, the animal is prepared for 
tissue collection. The limbs were amputated using a quillitine, then both expenmental 
and control legs were cut at the ligature and weighed. A second weighing is done as 
the tibio-cacaneai joint was disarticulated and the foot was weighed. 

Histological Preparations: The transverse muscle located behind the knee 
(popliteal) area is dissected and arranged in a metal mold, filled with freezeGel, 
dipped into cold methylbutane, placed into labeled sample bags at - 80EC until 
sectioning. Upon sectioning, the muscle was observed under fluorescent microscopy 
for lymphatics. Other immuno/histological methods are currently being evaluated. 
The studies described in this example tested activity in FGFR5 protein. However, one 
skilled in the art could easily modify the exemplified studies to test the activity of 
FGFR5 polynucleotides (e.g., gene therapy), agonists, and/or antagonists of FGFR5. 
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Vanous mod.ficauons of the mvent.on. m add.tion to those shown and 
descnbed here.n w.ll become apparent to those sk.lled .n the an from the forego.ng 
descnpuon and accompanymg drawmgs. Such mod.ficat.ons are .ntended to fall 

within ihc scope of the appended claims. 

The entire disclosure of each document cted (mcludrng patents, paten, 
applicattotts. joumal arttdes, abstracts, laboratory manuals, books, o, other 
dtsclosures, in the Background of the Invention. Detatled Descnptton. and Examples 
,s hereby tncorporated h«e,n by reference. Moreover, the sequence hsting ,s herem 
incorporated by reference. 
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INDICATIONS RFI ATLNG TO ,EPOSi I tD VDCROORG.ANISM 

(PCTRule 13te) 



A, The indications made below relate to the microorganism referred to in the descnption 
f>npage 3 11^^ 8 



B. IDENTIFlCATlONOFDEPOSrr Funherdepositsareidentifiedon an additional sheet Q 

Name of depositary institution American Type Culture Collection 



Address of depositary institution (including postal code and country} 

10801 University Boulevard 
Manassas, Virginia 201 1 0-2209 
United States of America 



Date of deposit 



October 27, 1998 



Accession Number 



203382 



C ADDITIONAL WmCXTlO^S( leave blank if not applicable) This information is conunued on an additional sheet Q 



D. DESIGNATED STATES FOR WHICH INDICATIONS ARE MXm.iifthe indications are not for all designated States) 



E, SEPARATE FURNISHING OF INDICATIONS (leave blank if not applicable) 



The indications listed below will be subnuited to the International Bureau later (specify the general ninure of the indications e.g., "Accession 
Number of Deposit") 



For receiving Office use only 



Pc] Thissheet was received with the international application 



Authonzed officer 



For International Bureau use only 



I I This sheet was received by the International Bureau c 



Authorized officer 
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n hat Is Claimed Is: 

, ^ isolated nude,c acd molecule comprising a poU™cleo„d= hav.ng 
a „„cleoude sequence a, leas, 95. . ,den„cal to a sequence selected fto. the group 
consisting of. 

• J r «f QPO m NO l or a polvnucleotide tragmeni 

(a) a polynucleotide fragment of SEQ lU NU.i or a p , 

of the cDNA sequence included in ATCC Deposit No: 203382; 

(b) a pol^ucleotide encoding a polypept.de fragment of SEQ ID N0:2 or a 
polvpeptide encoded by the cDN A sequence included m ATCC Deposit No^203382; 

' c) a polwcleotide encoding a polypeptide domain of SEQ ID N0:2 or a 

20338'^* 

a polynucleofde encodtng a poljpeptide epitope of SEQ ID N0:2 or a 

20338'^' 

"(e, a polynucleotide encoding a polypeptide of SEQ ID N0:2 or a polypeptide 

biological activity; and 

,0 a polynucleotide capable of hybridiztng under stnngen, condtttons to any 
one of the polynucleotides specfied ,n ,aMe), wherein satd polynuCeonde docs not 
hybrtdt^e under stnngen. condttions to a nucletc acd molecule havtng a nucleottde 
sequence of only A residues or of only T residues. 

2 The isolated nucleic acid molecule of claim 1. wherem the 
polynucleottde fra^ent comprises a nucleotide sequence encoding FGFR5 (SEQ ID 

N0:2). 

3 The isolated nucleic acd molecule of claim 1, wherem the 
pol^ucleotide fragment compnses a nucleotide sequence encoding the polypeptide 
encoded by the cDNA sequence included in ATCC Deposit No: 203382. 
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4. The isolated nucleic acid moK ile of claim 1, wherein the 
polynucleotide fragment comprises the entire nucleotide sequence of SEQ ID N0:1 or 
the cDNA sequence mcluded in ATCC Deposit No: 203382. 

5. The isolated nucleic acid molecule of claim 2, wherein the nucleotide 
sequence compnses sequential nucleotide deletions of nucleotides encoding either the 
C-terminus or the N-terminus. 

6. The isolated nucle. xid moiecule of claim 3, wherein the nucleotide 
sequence compnses sequential nucicotide deletions of nucleotides encoding either the 
C-terminus or the N-terminus. 

7. A recombinant vector comprising the isolated nucleic acid molecule of 
claim 1. 

8. A method of making a recombinant host cell comprising the isolated 
nucleic acid molecule of claim 1. 

9. A recombinant host cell produced by the method of claim 8. 

10. The recombinant host cell of claim 9 compnsmg vector sequences. 

11. An isolated polypeptide comprising an amino acid sequence at least 
95% identical to a sequence selected from the group consisting of: 

(a) a polypeptide comprising the amino and sequence of SEQ ID N0:2 or the 
encoded sequence included in ATCC Deposit No: 203382; 

(b) a polypeptide fragment of SEQ ID N0:2 or the encoded sequence 
included in ATCC Deposit No: 203382, having biological activity; 

(c) a polypeptide domain of SEQ ED N0:2 or the encoded sequence included 
in ATCC Deposit No. 203382; and 

(d) a polypeptide epitope of SEQ ID N0:2 or the ^ oded sequence xiuded 
in ATCC Deposit No: 203382. 
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P The .solated poKpepnde of da.n/ U, »here,n ,he pol>P=pnd= 
.a,„pns=s se,uen.,a. a^o acd ...uons fron, ... .he C-.™.n„s o, .he 
N-terminus. 

,3. A„ isolated anubody ,ha, h.nds speaftcaUy .o .he isolated pol>w.,de 

of claim 11. 

,4. A tecombinan, host cell .ha, expresses .he ,so,a,ed polypep.,de of 

claim 1 1 . 

,5 ^„,e.hodofmakmganisola<edpolypepudecompnsing: 
(a, cuuunng .he recombinan. hos. cell of Cain, .4 under cond,.io„s such « 
said polypeptide is expressed; and 

(b) recovering said polypeptide. 

16. The polypeptide produced by claim 15. 

„. . »e,hod for preve„.,ng. .rearing, or an.eliora„„g a n,=dical co^iUon 
„hlch con,p.ses ad.,n,s.e™g .0 a — lian snb.c, a .he„^"y e.ecve 
„o„n.of*epo,ypepudeofc,a,n, 11 orof,hepo,ynucleo.,deofc,a,n, 



,S A n,e.h^ of dia^osing a pa,holog,cal c„nd,.io„ or a suscep,i«y.o 
a pa.ho,og,ca, condition in a snbiee, related ,0 expression or acv,., of FOFRS 

'°"r:,—ngthepresenceor absence ofa™^^^^^ 

\ dta^osmg a pathologtca, condition or a suscepttbtltty to a pathologtcal 
condttton bas«l on the presence or absence of said muta„on. 
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19. A method of diagnosing a pathological condition or a susceptibiHty to 
a pathological condition in a subject related to expression or activity of FGFR5 
comprising: 

(a) determining the presence or amount of expression of the polvpeptide of 
claim 11 in a biological sample; 

(b) diagnosing a pathological condition or a susceptibility to a pathological 
condition based on the presence or amount of expression of the polypeptide. 

20. A method of identifying a binding partner to the polypeptide of claim 
1 1 comprising: 

(a) contacting the polypeptide of claim 1 1 with a plurality of compounds; and 

(b) identifying compounds that bind the polypeptide. 

21 . A method of identifying compounds capable of enhancing or inhibiting 
a cellular response induced by FGFR5 comprising: 

(a) contacting cells which express the polypeptide of claim 11, with a 
candidate compound; and 

(b) assaying a cellular response. 

22. The method of claim 21 wherein the cellular response is hydrolysis of 
polyphosphoinositides and/or ion flux. 

23. The method of claim 21 wherein hydrolysis of polyphosphoinositides 
and/or cation flux is assayed. 
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, gaccccaggtccggacaggccgagatg™ 

1 LcLggiggiccgacgg— ;f 

33 0KVVPRQVARLGKIVKLVJ 
,8, GTCGAGGMCGCCCCIG™ 

2 llLcGTCTACETGlGCA^CCMnCTOCCTIttra 360 
93 0 A G V Y V C K A I N G F G S L i V n 

36, AC.CTCCIGGTGCIGGATGACAT,«CCCAaG« «° 
113 T L V V L D 0 I S P G K L i L u 

«, ™tcaag«.ag«««.ggg— « 

U3 S G C Q E D P A S Q Q « * I* « ' 

L, (m^GAGGmom^ Z 
,33 R P E A A t P R K K K » I L i I- 

ee, gocg*ggac«(«xaaatag«« ™ 

2i3PEDSGKTiv,Rvj 

72, AGCTACA^TGCAIGIGATaWMXACCO^TTGCA^^^^ ™ 
233 T Y K V 0 V 1 Q R T R 5 K K V L I u 

,8, CCCGTGAACAGGACCGTGGAGncamGACOOilCC™ ^40 
253 P V N T T V D P G G T T S F U L ^ 

8. gacstga«=cccg™gg«^^^ «5 

273 0 V K P V 1 Q W 1- K R V t T b « L 

AACTCCAGGATCGA,GTGGGG«CCAG«nTG.C«.G« ^» 
293 N S T 1 D V G G Q K ^ V V L r 
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96 1 TCGCGGCCCGACGGCTCCTACCTCAATAAGCTGCTCATCACCCGTGCCCGCCAGGACGAT 1 020 

313 S R P D G S Y L N K L L i T R A R Q D 0 332 

1 02 1 GCGGGCATGTACATCTGCCTTGGCGCCAACACCATGGGCTACAGCTTCCGCAGCGCCTTC 1 080 

333 AGIylYICLGANTMGYSFRSAF 352 

1081 CTCACCGTGCIGCCAGACCCAAAACCGCAAGGGCCACCTGTGGCCTCCTCGTCCTCGGCC 1 140 

353 LTVLP0PKP0GPPVASSSSA 372 

1141 ACTAGCCTC^ '^TGGCCCGTGGTCATCGGCATCCCAGCCGGCGCTGTCTTCATCCTGGGC 1 200 

373 T ^PVVIGIPAGAVFILG 392 

1201 ACCCTGCTC^ JGGCTTTGCCAGGCCCAGAAGAAGCCGTGCACCCCCGCGCCTGCCCCT 1260 

393 T L L L W L C Q A Q K K P C T P A P A P 412 

1 26 1 CCCCTGCCTGGGCACCGCCCGCCGGGGACGGCCCTCGACCGCAGCGGAGACAAGGACCTT 1 320 

413PLPGHRPPGTAL0RSGOKDL 432 

1321 CCCTCGTTGGCCGCCCTCAGCGCTGGCCCTGGTGTGGGGCTGTGTGAGGAGCATGGGTCT 1380 

433 PSLAALSAGPGVGLCEEHGS 452 

1381 CCGGCAGCCCCCCAGCACTTACTGGGCCCAGGCCCAGTTGCTGGCCCTAAGTTGTACCCC 1440 

453 PAAPQHLLGPGPVAGPKLYP 472 

1 44 1 AAACTCTACACAGACATCCACACACACACACACACACACTCTCACACACACTCACACGTG 1 50r 

473 KLYTD1HTHTHTHSHTHSHV 492 

1501 GAGGGCAAGGTCCACCAGCACATCCACL :AGTGCTAGACGGCACCG ^ATCTGC .iGG 156C 

493 E G K V H Q H 1 H Y Q C * 505 

1561 GCACGGGGGGGCCGGCCAGACAGGCAGACTGGGAGGATGGAGGACGGAGCTGCAGACGAA 1620 

1621 GGCAGGGGACCCATGGCGAGGAGGAATGGCCAGCACCCCAGGCAGTCTGTGTGTGAGGCA 1680 

1681 TAGCCCCTGGACACACACACACAGACACACACACTACCTGGATGCATGTATGCACACACA 1 740 

1741 TGCGCGCACACGTGCTCCCTGAAGGCACACGTACGCACACACGCACATGCACAGATATGC 1800 

1801 CGCCTGGGCACACAGATAAGCTGCCCAAATGCACGCACACGCACAGAGACATGCCAGAAC 1860 

1861 ATACAAGGACATGCTGCCTGAACATACACACGCACACCCATGCGCAGATGTGCTGCCTGG 1920 



FIG. IB 
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,921 ttAmCACACAC«£G*TATCCTGICIGCACGCACACACGTMH '980 
,981 ACACACACEIGCACKATATGCTCCCraACACACKMAATGCTCCCITGACAaCACA 20AO 
2041 ,GCACGCATATIGCCTGGACACACACKACCACGa;TGC««AIAlGGTCTCTGGACA 2,00 
2,01 GGCACACACATGCACATATGCTGaiGGAOCACACIiCCAGACACACGTGCACACKaC 2160 
2,61 AGATATGCTCCCIGGACACAaCAGATAIGCTGTCTKTCACACACACACGCAGACAICC 2220 
222, TGTCa«ACACMACCCATGCAGKATATGClGTCCGGACACA«CACGCACGCACAT 2280 
2281 ATGCTGaiGGACACACACACKAIAAIGCIGCGTCAACACTCACACACCTGCAGATAIT 2M0 
2M1 CCCTGGACACAGACATGTGCAC^ATATGCIGICTCKACATCCACACACGTGCACM^ 2400 
m CTGTCCOGAIACACACGCACffiACAaWATATGCTGCCICGGCACACACTICraA 2460 
2461 CACACATGCACACACACGTGOCAUTGCIGCCTGGACACACCCAGACIGACCTGCTTTT 2520 
252. »GTGCCGTGAACCCTGOCTACGTCTGCaTGAGGCTCAIAGTIGAICAm 2580 
258, CTTTCCClCCTCCACCGTCACTGCCCCAACTCTGCOGCCTCTGTCCCCGaTCAGTCCC 2640 
264, CGCCTGC*1GCCCCCCICTGTCCGGTGGGGTTGGCC«TATTTTTGC»CCTGCGTTCG^ 2700 
270, TGCCCAGG/CICCGCIACTGCraGCGCTGGGGTTGGGCGCACACCAGaaAAGCC^ 2760 
276, GmTOmCATOXTAGTGGCIGAICGGCKTGGATTGTCCGCCIGACAGACW^ 2820 
282, CGGGCCnGGlATTTATATTTAACAAATCAAGAIAATATTAATAATCATGGAAGGAAGAG 2880 
288, ,GOGITGCAGCGACTGTGGTCTC,CGT(»mGGGGACGa;a^^^^^ 2940 
294, CTGATGAOCACACCCCCTGWmAGAGACCACCGCmGCCCACT^^ 3000 
300, CACATCTCTGTAAnTTATCTAGACnTCACCTGAACCCCKTAUlTTAATTTAtTTIG 3060 
306, nAAACATCAAAGTGaTCCnTCCCTCCAAAAAAAAAAAAAAAAAAAAAAA 3„2 

F1G.1C 
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1 GACCCCAGGrCC03AC.^aGA.-ATGACGC^G.^CCCCCrGnGCTGCrCCTGC[GC0i 60 

1 H r P S P L L L L L L P 1.2 

61 CX'CIGCTGCIGi>']CGCCTTCCCAC03GCOXCGC03CCCG,^*jO:CCQCAM5ATK 120 

13 P L I L G A F P P A A A A R. G P P K M A 32 

121 GACAAGGTGGTCCC/VXGCAGGIGGCCCCGCTGGGCCGCACrGTGCGGCTGCAGlGCCCA 180 

33 D K V V P R Q V A R L G R T V R L 0 C P 52 

16i GIOG^iGGGXmGCOGCCGCTGACCATGrCGACCAADGATGGCCGCACCATCCACAGC 240 

SiVEGOPPPLyWWTKDGRTlHS 72 

241 OXrDG/^CCGCTTCCG0ciGCTCmsCAGGGGClGAAGf;TGAAGCAGGT0CAGCGGGA3 M 

73GWSRFRVLP0GLKVK0VERE 9? 

y\] GA]GCCG3CGTGTA'XrGTGCAADXCA)XAACQGCrTCGGCA)3CCTT^GCGTCAACTAC 360 

93 D A C V Y V C X A T N G r G S I S V N Y 112 

361 ACCCICGTCGTGCTCGATGACArT/WCCMGAAGG^CAGCCTGGGOaiGACAGCTCC 420 

113 T L V V L D D ! S P C K £ S L G P 0 S S 132 

421 TCTGGGOGTCAAGAGGACCCOGaraAGCAGrmAOGACCGCGCTTCAC^ 480 

133 S G G € E D P A S Q Q W A R P R F T Q P 152 

481 TCCAAGATGAGGOGOCGGGTCATCGCACGGCCCGTGGGTWCrCKTGCCGCTCAAGrCC 540 

153 S K M R R R V 1 A R P V G S S V R L K C 172 

541 GTGGCCAGCGGGCACaTCGGCOCGACATCADGTOGArGAAGGADSACcifflCCTM^ 6{K) 

173 V A S G H P R P D I T W M K 0 D 0 A L T 192 

601 CGCCCAGAGDCCGCTGmCAGGAAGAAGAACTGCACACTGAGCCTGWGAA(XTC^ 660 

193 R P E A A E P R K K K W T I S L K N L R 212 

661 CCGGAiXJACAGOCGCAAATJCACCTGaGOGIGTCGAra 720 

213 P £ D S C K Y r C R V S N S? A G A I N A 232 

721 AXTACAAGGTOGATGrGATaAGOGGACCOSTTCCAACCCCGTGCTCACAOGCACGCAC 780 

233 T Y K V D V 1 0 R T R S K P V L T G T H 252 

761 GCCGTGAMGAGGGTGG^CrrCGGGGGGAOOTICCTICCAGTGCAAGGTGCGCAGC 840 

253 P V N 1 T V D F G G T T S F 0 C K V R S 272 

841 GAOSTGA^GOCGGTCArCC/CTGGCTGAAGtXXSrGGAGT/^imG^aGCO^ 900 
273 0 V K P V ] 0 W L K R V E Y G A E G R H 292 

901 AACiaACCATCGATGTGGGCCCCCAGAAGnTGrGGrGCTGCCCAOGGGTGACGTGTGG 960 
293 N S r I 0 V G G 0 K F V V L P T G D V tf 312 
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96 1 TaC&GCCCGraCTCCrACCTCAATWCCTGCrCAICACCffirGCOCGCCAGGACGAr 1 020 

3U S R P D G S Y L N K L L 1 r R A R 0 0 D 3j2 

1 02 1 GOGGGCAlGTACATCTGCCTT^GGCGCWCACCArGGGCTAC^CCrTCCGCAXGCCTTC t080 

333 A G f;{ Y [ C L G A N r M G Y S r R S A F 352 

1081 CTimGTGCTGCCAGACCCAAAACCGCAAGGGOCACCTGTGGCCTCCTCCrCCTO 1140 

353 L T V L P D P K P Q G P P V A S S S S A 372 

1141 ACTmrGtCCrOJCCCGTGGTWJCDGCMCCD^COGCCGCTCTCTTCATCCTGGGC 1200 

373 T S L P W P V V 1 G ] P A G A V F ] L G 392 

120'J AaCTGCTCCTGTGGCTTTC(X:AG0XC.AGAA3AACaGT(X:ACCCCCGCGDCTCCCCCT 1260 

393 ] I I L W L C 0 A Q K K P C T P A P A P 412 

1261 COCCrGCClGGGCAC0Cm:GCffiK»mCCCrCCACa5CAjGCXflGACA«^^ 132CI 

413 P L P G H fi P P G T A L D fi S G D K 0 L 432 

^321 CCCTCGrT(5XCGCa:rC/iCCGCTGGCCciGGrCTGKGCIGTGTGA{m 138D 

433 P S L A A L S A G P G V C L C E E H G S 452 

13B1 COGGWCCOCCCASCACTTACTGGGCCCAGGCOIAGTTGCTGGC^ 1440 

453 P A A P ' ' L I G P G P V A G P K I Y P 472 

1441 AAACTCTACAC CDOCACACACACACACACArTCICACACAC/ tACGTG 1500 

473 K L y T H r H T H T - • tt T H ^ V 49 

1501 GAOG(aJWDGi„ ..aGCACArCCACTATCAGTL^.i.;yiAOGGCADCGT. ,,uCAGrGG 1. 

493 r G K V H Q H ] H Y Q C * 5D5 

1561 GCADimSGOGDCGGimACAGGCAfiACTGCfiADGArGGAGGAOOG^ 1620 

\m GGCAOOGGAa:CAl(miAGGAGaAAmCAfiCACOCCAD0{^ 1SK} 

1681 TAGCCCCTGGACACAC/OCACAGACMXACACrACClGGATOTGTArOCACACACA 1740 

1741 TCCGCGCACACGTCCrCKTGAAGGCACAffirAOGCAC^^ 1800 

IBDI OKKTGGGfXACAGATA/^rimiAAATGCAOGCAi::^ 1860 

1861 ATA(mACArGCTGCCTGAACATACACAa;CACACCCATGCGCJCATGTGCTGCCTO^ 1920 
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1 I I Claims Nos.: , 
>— ' because they relace to subject matter not required to be searched by this Authonty. namely: 



n b^emev relate Co pans of the mtemattonal appUcat.on that do not comply wth the prescnbed requirements to such 



because ihey relate to pans < 

an extent that no meaningful interTiauonal search can be earned out, specuiuaUy: 



^' ^ Sl^^ry ar. dependent cUimsatKi an. n«dn^ 



Box II Observations where unity of invention is lacking (Continuation of item 2 of first sheet) 



This International Searching Authority found multiple inventions in this mtemational apphcation. as foUows: 
Please Sec Extra Sheet. 



1 . ri AS aU required additional search fees were timely paid by the appUcant. this mtemational search report covers aU searchable 
' — ' claims 



2. □ AS aU searchable claims could be searched without effort justifying an additional fee. this Authonty did not invite payment 
of any additional fee. 

3 n AS only some of the required additional search fees were timely paid by ^iie applicant, this international search report covers 
— only those claims for which fees were paid, spccificaUy clauns Nos.: 



4 No required additional search fees were timely paid by the applicant, ronsequently, this mtemational search report is 

^ restncied to the invention first mentioned in the claims; it is covered by claims Nos.: 
1-12. 14-16 
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This ISA found multiple inventions as follows: 

This application contains ihe foUowing mventioos or groups of inventions which are not so Unke4 as to form a single 
inventive concept under PCT Rule 13.1. In order for all inventions to be searched, the appropriate additional search 
fees must be paid. 

Group !, claims 1-12 and 14-16. drawn to nucleic acid, vector, host cell, polypeptide . methods of making host cell and 

polypeptide. 

Group II, claun 13, drawn to an antibody. 

Group III, claim 17. drawn to a method of administering a polypeptide. 

Group IV, claim 18, drawn to a method of diagnosis relating to mutations in DNA. 

Group V. claim 19. drawn to a method of diagnosis relating to the expression of a polypeptide. 

Group VI, claim 20. drawn to a method for identifying binding partners for a polypeptide. 

Group VII. claims 21. 22 and 23, drawn to a method for identifying compouiKls which modulate the cellular response 
induced by PGFR5. 

The inventions listed as Groups 1-VlI do not relate to a single mventivc concept under PCT Rule 13.1 because, under 
PCT Rule 13.2. they lack the same or corresponding special technical features for the following reasons: This Authority 
considers that the main mvention in the instant appbcation comprises the first-recited product, polynucleotide encoding 
FGPR5, and the Hrst-recited method of using that product, namely in the process of producing the encoded polypeptide. 
Note that there is no method of making the polynucleotide. Also included in this group is the produa made, namely the 
encoded polypeptide, and vector and host cell comprising the polynucleotide. Further, the ISA/ US considers that the 
materially and functionally dissimilar product of group II and the additional methods of groups III- VII do not 
correspond to the main invemion. This .^uthority therefore considers that the several inventions do not share a special 
technical feamrc within the meaning of PCT Rule 13.2 and thus do not relate to a smgle general inventive concept 
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1921 ACACW:ACACACACmMATGC]GyCTC<;/CGCACACW:GTGCAGATAlCX.TM 1980 

1981 ftCAC/OCGTGC.^CAGATATGCTGCCTGGACACACtfATAAIGClGCCT1GA:ArjCACA 2040 

2041 TGCAOXATATTGCCIGGACAarjCACACACACGOlTGCACAGATATGCTGrCTGG^ 2100 

2101 (XCACACACATGCAGAlATGCTGaiGGCACACACTlCCACALAM^^^^ 2160 

2161 AGAlATGCTGCClGGACACACGCAGATATGCTGTCrAfiTCACAM 2220 

2221 TGlCCGGACACA(J^,mTGCACAGATATGCTGlOTACOCACAra^ 2280 

228^ ATGClGCCTGGACACACA(XAGATAArGCTGCCTCAACCtCACACA 2340 

2341 GCCTGGAWCAMIATGTGCACAGATATGCTGTCTGGACATGCAC^^ 2400 

2401 nGIC(»;ATAC<^A[SCAD(mCAlGCA^^^ '^^ 

2461 CACACATGCACACACWGIGCAGATATOCTGCCTCGACA^^^ 2520 

2521 OMSGTGTGCCGTGAWSCCTGCAGTACGIGm^^ 2580 

2581 CTTTCCCTGCTCIXKWTCOTAAClcm^^ 2640 

2641 CGCCrCCATOCGCCTCTGTCCCCTGGCCTlGGM^^^^ 2700 

2701 rGCaAa;AGrCD0CrAClGCTGTGGGCTraTTGG0GGCAC/£CAa:OL^^ 2760 

2761 GAGGCtGG/CCCCATGGCTAGmTCATCCCCACTGCAiTCTCaCCTO 2820 

im GGGGXITOGIATTTAVATTIAAGAAATGWCATAATATTAATAATGATWAADGAACAC 2860 

28B1. IGGCTTGCADKyCTGTGGTCTCTCCTGGGGCCCG^^^ 2940 

2941 CTGATGAimMlCO&TCCAGGCCAGACWAOCCCa^ ™ 
3001 CAGArCTCTGTAAlTTTAlGriVSAClTTGAGCTGAAGCCCCGUTATTTAATTUnTTG 3050 
3061 TTAAACATCAAAGTGCATCCTTTCCCTCCAAWAAWAAWAAAWAAAAAA 3112 
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